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CYCLODEXTRIN COMPOSITIONS AND METHODS FOR PHARMACEUTICAL 

AND INDUSTRIAL APPLICATIONS 

BACKGROmro OF THE INVENTION 
The subject matter of this application relates to that of 
PCT Application AU89/00359, published as WO 90/02141 on 8 March 
1990 (hereinafter "the '259 Application"), the disclosure of 
which is expressly incorporated herein by reference. This 
application also relates to Australian provisional application 
Nos. PJ 8899 filed 2 March 1990, PJ 8993 filed 8 March 1990, PJ 
9344 filed 28 March 1990, PJ 9373 filed 29 March 1990, PJ 9756 
filed 23 April 1990, PK 1538 filed 3 August 1990, PK 1755 filed 
16 August 1990, PK 2269 file 12 September 1990, PK 3596 filed 29 
November 1990, PK 3624 filed 30 November 1990, PK 4284 filed 21 
January 1991, PK 4603 filed 14 February 1991, and PK 4856 filed 
2.7 February 1991, the disclosures of which are also expressly 
incorporated herein by reference, and to which priority is 
claimed. 

This invention concerns cyclodextrins, cyclodextrin 
derivatives, inclusion complexes and compositions containing 
same, methods for their preparation, and various uses thereof. 
For a detailed discussion of the background of cyclodextrins, the 
reader is invited to review the "Background of the Invention" 
section of the '359 Application and the publications cited 
therein. A brief review is also provided below. 

Cyclodextrins (which are cyclic oligosaccharides) have been 
the subject of increasing interest for more than 25 years. This 
interest is primarily due tb the ability of cyclodextrin 
molecules to form "inclusion complexes" with other molecules 
called "guests." A cyclodextrin molecule contains an 
apolar /hydrophobic cavity or annulus which can "include" an 
apolar /hydrophobic portion of a guest molecule. While a 
cyclodextrin 's cavity is hydrophobic, the remainder of the. 
molecule is relatively hydrophilic, and thus a cyclodextrin has 
the potential to include a relatively hydrophobic -guest and 
^r„eMer^„it^oJ^^^ 
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Of tliB t:hree mosl: common cyclodextrins , a, B and 7 (6, 7 and 
8 D-glucopyxanosyl residues, respectively), however, the one 
which is the most desireible for msuiy guest molecules, 6- 
cyclodextrin, is also the least soluble. Hence, there have been 
many efforts to modify cyclodextrins , and especially 6- 
cyclodextrin, to improve soltibility. Likewise, because the 
usefulness of a cyclodextrin for many applications is a function 
of how well it keeps the guest molecule included in the annulus, 
there has been a search for cyclodextrin derivatives, including 
covalently linked cyclodextr ins , which are capa^Dle of achieving 
inclusion complexes of greater stability. In part to address 
such concerns, the "359 Application provided, inter alia, many 
new cyclodextrin derivatives and processes, as well as synthetic 
pathways and intermediates for preparing such derivatives. 

Despite the ability to selectively modify cyclodextr iris , 
however, there remains a continuing need for guidance in 
designing complexes in which the cyclodextrin derivative is 
tailored to the guest molecule such that the one or more 
substituents on the cyclodextrin exerts a desired effect. There 
is also a continuing need for cyclodextrin derivatives, 
intermediates, processes and synthesis useful in providing such 
inclusion complexes and other compositions. 



There is also a continuing need for ways to improve the 
delivery of molecules which have heretofore proven difficult to 
deliver. For example, it would be desirable to enhance the 
delivery of peptides. In recent years, there has been a 
tremendous increase in the number of products and potential 
products containing polypeptides, especially proteins, intended 
for therapeutic, diagnostic or analytical use. Typically, the 
proteins or other peptides are formulated in aqueous solution for 
injection or for use in diagnostic or analytical applications. 
Unfortunately, proteins often suffer from solubility and /or 
stability problems. Some proteins, for example, are not water- 
solxible. Others are soluble in water but still suffer from 
stability problems caused by protein degpradationydenatiiratip 
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dimerization and/ or polymerization, and the like, any of which 
may lead to inactivation. This seriously limits shelf -life and 
often imposes low-temperatxire storage requirements and 
restrictions on mechanical movement. 

There aore numerous causes of protein/peptide instability and 
degradation, including covalent bond reactions, such as 
hydrolysis, and the denaturation process. Either of these end 
results entails diminution or loss of biological activity. 
Polypeptides are even more difficult to deliver orally. In 
addition to the hydrolysis and denaturation which can occur in 
the acidic environment of the gastrointestinal tract, there are 
numerous enzymes in the mouth (i.e., saliva), lungs, at the 
.surface and within cells such as polymorphic nuclear leukocytes, 

'macrophages and other cells- Also, within the cytoplasm of most 
cells are destructive mechanisms. For a summary of the causes 

'of protein instability, and the various excipients which have 
been used with polypeptides, see Wang et al.. Journal of 
Parenteral Science and Technology, Technical Report No. 10, 
"Parental Formulations of Proteins and Peptides: Stability and 
stabilizers," Supplement Vol. 42, No. 25, 1988, pp. S3-S26. The 
skilled artisan will readily appreciate that the aforementioned 
problems associated with delivering polypeptides can be equally 
applicable to many other pharmaceutical agents. 

The use of cyclodextrins to deliver peptides is disclosed 
in International Patent Application PCT US89/04099 to Cetus 
corporation, which was published 19 April 1990 under 
International Publication No. WO 90/03784. The disclosure of the 
Cetus Application is expressly incorporated herein. In 
particular, the Cetus application discloses the use of various 
cyclodextrins including hydroxypropyl cyclodextrins to solubilize 
and/or stabilize various polypeptides and especially proteins. 
Such cyclodextrin compounds, however, are limited in design and 
can, in some instances, present certain drawbacks with respect 
to solubility at low cyclodextrin concentration levels and/ or low 
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ot:her delivery vehicles which ceui enhsmce *the delivery of 
polypeptides, including prot:eins. 

There is also a continuing need to enhance the delivery of 
many other pharmaceuticals and industrially useful molecules 
which possess one or more undesirable delivery attributes. Such 
other molecules include drugs such as, for example, amiodarone, 
a broad spectnm antiarrhythmic having several undesirable 
traits • For example, because of its low water wettability and 
solubility, amiodctrone HCl was only administered orally, until 
very recently when an injectable solubilized by polysorbate 80 
beccone available • When given orally, absorption is low and 
erratic and, therefore, its bioavailability is \inpredicteQDle. 
When given intravenously, the recommended administration is- by 
slow infusion in a dilute solution. Only in extreme clinical 
emergency, may the drug be given as a IV bolus injection over one 
to two minutes, but this is generally met with poor toleremce. 
A massive precipitate commonly occurs at the interface of the 
injection site and hence the risk of embolism becomes 
significant. The slow dissolution of the precipitate may also 
expose the patient to trsmsient high drug levels, and subsequent 
reduction in blood pressure. Circulatory collapse may occur, and 
temporary hot flashes, sweating and nausea have also been 
reported. Most of these adverse effects are also related to 
dosage and duration of therapy, concurrent use of other 
emticorrythymic agents, severity of the underlying disease state, 
and wide individual variation in the pharmokinetic profile of the 
drug. Accordingly, there is room for improvement in both oral 
and intravenous formulations of amiodaorone. 

As smother excimple, there is also a continuing need to 
enhance the delivery of the drug Piroxicam, which is slightly 
soliible in water (approximately 30 mg/dm^ in water at pH 5 at 
37"c) and dissolves slowly as a consequence of its poor 
wettability. In therapeutic usage it has a side effect which 
causes irritation of the gastro- intestinal tract. A substantial 
.prf^ortion of this side effect is, considered. to. arxse froaiu directs 
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contact between solid Piroxicam and the walls of the gastro- 
intestinal tract. 

Further, it has been a goal for many years to be able to 
target the delivery of certain pharmaceutical or assay agents to 
particular areas of the body such as tumors. One currently 
accepted method for such targeting has been the use of monoclonal 
antibodies or fragments thereof which are specific to the tximor 
in question. Difficulties can arise, however, in conjugating the 
phairmaceutical or assay agent to the antibody or fragment. The 
covalent bond between the agent may degrade the bioactivity of 
the agent or the antibody. The agent may have more than one 
reactive group which is susceptible to covalently bonding to the 
antibody or to other molecules of the agent, resulting in a 
crosslinking of agent molecules and antibody. Moreover, if the 
conjugation breaks, the agent may be free to target healthy cells 
and thereby injure the patient. Similarly, there is a need for 
ways to conjugate pharmaceuticals to other targeting agents such 
as hormones, lymphokines such as inter leukins , or other carriers. 

Further still, many pharmaceutical agents can incite an 
immune response in a patient. For example, penicillin in some 
individuals is antigenic, giving rise to anti-penicillin 
antibodies. This can pose two adverse consequences. First, if 
penicillin is given to an allergic individual, a severe reaction 
may occur which can vary from a skin rash or asthma to 
anaphylaxis and death. Second, the drug does not react at its 
site of activity because it is sequestered by antibody. Other 
pharmaceutical agents which may be potentially immunogenic are 
antibodies themselves, peptides or other synthetic or natural 
materials • 

There also remains a continuing need for enhancement of 
other drug delivery systems. For example, liposomes are a well 
known means of drug delivery. However, problems can arise if a 
drug to be incorporated into the liposome has low solubility or 

wettabi-lity— or- i^ - i* upon - 
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s-borage. Lilcewise, there are con-tinuing needs for providing 
enhanced, prolonged delivery of pharmaceuticals in the body by 
using mechanical means which meter amounts of the agent to the 
body, and surgically iii«)lanted matrices or "disks," e.g., for 
releasing constant amounts of agents ^ich prevent pregnancy, or 
simply by surgically implanting a long acting form of the 
compound. Nevertheless, there is always a need for improved 
compositions and methods for providing prolonged release. 

Difficulties with delivery of bioactive compounds are not 
unique to phaurmaceuticals . For exeunple, a continuing problem 
with applying some herbicides and pesticides to plants is that 
they evaporate too quickly after application to allow the 
bioactive molecule to be effective. Thus, there is a continuing 
need for enhanced delivery of other active agents such as 
herbicides, pesticides and agricultural agents such : as 
fertilizers . 

On a different topic, there are certain physiological 
conditions, e.g., epilepsy, %AiicAi can be caused by metabolic 
disorders associated with compoxinds produced in vivo through 
enzyme catalysis. Other physiological conditions can result from 
the presence of unwanted proteins or toxins in the body. Thus, 
there is a continuing need for compositions and methods which are 
useful in preventing or decreasing the occurrence of certain 
products of enzyme-catalysis, or which cem diminish the effective 
concentration of, or remove unwanted proteins or toxins from a 
patient . 

SUMMARY OF THE INVENTION 
Building upon the disclosure of the »359 Application, this 
specification provides, inter alia, cyclodextrin derivatives, 
inclusion complexes, processes, syntheses and inteirmediates which 
are useful in the application of cyclodextrins to, inter alia, 
pharmaceutical (diagnostic and therapeutic) and industrial 
applications . 

" " " SUBSTITUTE SHEET 
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Accordingly, a first embodiment provides a method for 
designing cyclodextrin inclusion complexes comprising a useful 
agent and an otherwise substituted or lansubstituted cyclodextrin 
or two or more otherwise substituted or unsubstituted 
cyclodextrins linked by at least one linking group. The process 
comprises first determining whether the useful agent possesses 
at least one group capaJale of non-covalent association. Next, 
the orientation of the agent in the cyclodextrin annulus and the 
relative position of the associable group is determined by 
considering the dipole moment of the agent and the position of 
hydrophobic or apolar groups on the agent. The final step is to 
selectively substitute at least one substituent comprising a 
group which will associate with the associable group on the agent 
onto one or more C2 , C3 or C6 positions of the cyclodextrin or 
linked cyclodextrins. The substituent (s) should be configured 
in order to position its associable group (s) in the approximate 
"vicinity of the associable group on the agent to promote 
association therebetween. 

Where the inclusion complex comprises two or more otherwise 
substituted or unsubstituted cyclodextrins linked by at least one 
linking group, the process may further comprises the steps of: 
(1) determining the dipole moment of each individual cyclodextrin 
of the linked cyclodextrins; and (2) linking the cyclodextrins 
such that the dipole moments align where possible. 

Also provided is a broad range of cyclodextrin derivatives 
and inclusion complexes, including cyclodextrin derivatives 
comprising groups which are charged, polar or are capable of 
forming a non-covalent association with another group. The 
inclusion complexes can comprise an active agent such as a 
pharmaceutical, herbicidal, pesticidal, agricultural, cosmetic 
or personal care agent. Synthetic procedures for preparing such 
derivatives are also provided. 
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No-table among such deriva*tives are -those having the f o3naula 
CD - w - R - L f wherein 

CD represen1:s an otherwise substi*tu-ted or unsubs-ti^uted 
cyclodextrin , 

W represen1:s a functional linking group, such as amino, 
amide, es'ter, tJiioether, thioamide, thioes*ter or Uiiol, 

R represents a subs-titutied or unsubslii-tu^bed group, and 
L represen*ts a group selected from reactiive, charged, polar 
or associa-ting groups such as amino, ceirboxyl, hydroxyl, 
sulfonate phospha-te, acyloxy, alkyloxy or thiyl. Such compounds 
are useful both as delivery vehicles and as int:ermediat:es for 
preparing ether compounds. 

Also noliable are the compounds of the formula CD - X - R - 
Q, wherein: 

X represents - N - C - or - S - C — 

I II II 
R' O O 

R and R' represent substituted or unsubstituted groups, and 
R' can represent hydrogen, and 

Q is a carboxylic acid group or a ceurboxylic acid group 
derivatized to undergo substitution. Such compounds are very 
advantageous as delivery vehicles when Q is a carboxylic acid, 
and as intiermediates when Q is a carboxylic acid group 
derivatized tto undergo substitution. 

i 

Also provided are cyclodextrin derivatives comprising first 
and second otherwise substituted or unsiibstituted cyclodextrins 
covalently bonded together by at least one linking group which 
links a C2, C3 or C6 csorbon on the first cyclodextrin to a C2, 
C3 or C6 carbon on the second cyclodextrin. Many variations of 
the linked cyclodextrins are provided, and especially 
asymmetrical linked cyclodextrins in which the cyclodextrins are 
different, the links contain different functional groups and/or 
the first cyclodextrin is linked through a C6 carbon to a C2 or 
C3 carbon of the second cyclodextrin. 

Another embodiment provides cyclodextrin d^i-vatives- iin 

SUBSTITUTE SHEET 



wo 91/13100 




PCr/AU91/00071 



9 

which an otherwise substituted or unsubstituted cyclodextrin, or 
two or more otheirwise substituted or unsubstituted linked 
cyclodextrins , are covalently bound to a useful agent such that 
the covalent bond, when broken, will yield the agent in an active 
form. 

Other embodiments provide cyclodextrin derivative comprising 
an otherwise substituted or unsubstituted cyclodextrin, or two 
or more otherwise substituted or unsubstituted linked 
cyclodextrins that are covalently bonded to a carrier which can 
target cells of interest within a patient. Such carriers can 
comprise, for example, an antibody or fragment thereof, hormones 
or lymphokines. 

Other embodiments provide otherwise substituted or 
unsubstituted cyclodextrin, or two or more otherwise substituted 
■ or unsubstituted linked cyclodextrins covalently bonded, 
physically entrapped or encapsulated, or otherwise associated 
with a carrier useful for localized or prolonged delivery of a 
useful agent. Such carriers can include, for example, liposranes, 
solid matrices , etc . 

Other embodiments include processes in which cyclodextrins 
in accordanpe with this invention may be used. included are 
processed for masking the taste of a pharmaceutical agent, for 
increasing the solubility of a pharmaceutical or other useful 
agent, for targeting a pharmaceutical agent to a selected group 
of cells, for encapsulating into a liposome a pharmaceutical 
agent of relatively low solubility or wettability, for improving 
the stability of a pharmaceutical agent that is encapsulated in 
a liposome, for decreasing or preventing an immunogenic reaction 
of a patient to a pharmaceutical agent, for the treatment of 
metabolic disorders associated with compounds produced in vivo 
through enzyme catalysis, and for treating a patient suffering 
from an excess of a toxin. 

-Also ..pr»vided^are_.methodsi^_£or„,prjeparii!ig.. th&^pjSEojMids in_ 
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accordance with this invention, including intermediates and 
linked cyclodextrin derivatives. 

Fiirther still, many pharmaceutical composition are provided, 
including, inter eilia advantageous composition for the delivery 
of cimetidine, peptides, amiodarone and piroxicam. 

Accordingly, it is an object of this invention to provide 
methods for designing inclusion complexes and prodrugs to provide 
complexes and prodrugs having advantageous stability and/ or 
solubility features . 

It is another object of this invention to provide 
cyclodextrin derivatives and inclusion complexes, including 
cyclodextrin derivatives substituted with groups which are 
charged, polar or are capable of forming a non— covalent 
association with groups on an included guest. 

It is another object of this invention to provide 
cyclodextrin derivatives which are useful as intermediates for 
preparing other cyclodextrin derivatives, or which are useful for 
preparing inclusion complexes and compounds in which a useful 
agent such as a phairmaceutical is covalently bonded to a 
cyclodextrin, such that the covalent bond, when broken, will 
yield the agent in active form. In this regard, it is also an 
object to provide synthetic procedures for prepairing cyclodextrin 
derivatives in accordance with this invention. 

Yet another object of this invention comprises the formation 
of advantageous inclusion complexes and prodrugs comprising 
cyclodextrin derivatives and pharmaceutically active compounds 
such as cimetidine, polypeptides, amiodarone and piroxicam. 

Yet auiother object of this invention is to provide many 
useful processes which can employ cyclodextrin derivatives in 
accordance with this invention. 
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Additional objects and advantages of the invention will be 
set forth in part in the description that follows, and in part 
will be obvious from the description, or may be learned by 
practice of the invention. The objects and the advantages of 
this invention may be realized and obtained by means of the 
compositions of matter and processes particularly pointed out in 
the appended claims. 

BRTEF DESCRTPTION OF THE DRAWINGS 

Figure 1 illustrates the dipole moment of a cyclodextrin 
molecule; 

Figure 2 illustrates the dipole moment of the cyclodextrin 
host and guest molecule in an inclusion complex; 

Figure 3 illustrates the equilibrium between a cyclodextrin 
-host and guest molecule; 

Figure 4 illustrates a cyclodextrin inclusion complex; 

Figure 5 illustrates a possible equilibritim for an inclusion 
complex comprising a guest molecule and cyclodextrins which are 
linked by their primary carbons; 

Figure 6 illustrates a possible equilibrium for an inclusion 
complex comprising a guest molecule and linked cyclodextrins in 
which a primary carbon of one cyclodextrin is linked to a 
second2iry carbon of another cyclodextrin; 

Figures 7A-7C illustrate additional types of inclusion 
complexes which can be prepared in accordance with this 
invention; 

Figure 8 illustrates the hydrolysis of BTEE and BTEE + /S- 
cyclodextrin by a-chymotrypsin; 

Figixre 9 illustrates a semilogrithmic graph of the mean 
plasma concentration of amiodarone obtained after intravenous 
bolus injection of Cordarone X (open circle) and amiodarone-^- 
CDNSc complex (close circle) ; 

Figure 10 illustrates a semilogarithmic graph of the plasma 
concentration of amiodarone for dog 10 obtained after intravenous 
bolus injection of Cordarone X; and 

Figure 11 illustrates a semilogrithmic graph of the plasma 
. .aoncjsnfer.^feisn_Q£. amijp^^ MgL. 12 .obte^^ after intravenous^ 
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bolus injection of Cordarone X. 

n-RSgRTPTION OF THE PREFERRED EMBODIMENTS 
I. DEFTNTTIONS 

The following definitions are provided for some basic teinas 
that are used throughout this specification. 

cyclodeztrin - refers to a-, 7-, or 5- 

cyclodextr ins , which aare those that are generally available. It 
will be appreciated, however, that if other cyclodextrins are 
discovered or become available in sufficient commercial 
quantities, such cyclodextrins shall also be encompassed by this 
invention. 

Cyclodeztrin Derivative - refers to a cyclodextrin- 
containing compound in which one or more atoms or groups of atoms 
eure substituted for a C2, C3 or C6 hydroxy 1 or hydroxy 1 hydrogen, 
i.e. , "'modified cyclodextrins." The term cyclodextrin derivative 
also encompasses "linked cyclodextrins" where two or more 
cyclodextrins are linked together, and compounds where a useful 
agent such as a pharmaceutical is covalently bonded to a 
cyclodextrin, such that the covalent bond, when broken will yield 
the agent in active form. This teinm also includes any salt or 
hydrate which can be formed from the cyclodextrin derivative. 

Modified cyclodextrin - refers to a species of 
cyclodextrin derivatives that contains one or more atoms or 
groups of atoms substituted for a C2, C3 or C6 hydroxyl or 
hydroxyl hydrogen. The term modified cyclodextrin will not be 
meant to include compoxinds where two or more cyclodextrins are 
linked together, or compounds where a useful agent such as a 
pharmaceutical is covalently bound to a cyclodextrin. This term 
. also includes any salt or hydrate which can be formed from the 
modified cyclodextrin. 

I^lnked Cyclodextrins - refers to two or more 
cyclodextrins liiUced ^together by one^ or_ more bridging^ groups . 
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-The bridging groups can link a C2, C3 or C6 position of one 
cyclodextrin to any one of the C2, C3, or C6 positions of the 
other cyclodextrin. This term includes any salt or hydrate which 
can be formed from the linked cyclodextrins . 

Prodrug - refers to a cyclodextrin derivative in which 
a pharmaceutical agent is covalently bonded to a substituted or 
unsubstituted cyclodextrin or to two or more linked cyclodextrins 
such that the covalent bond, when broken, yields the agent in 
active form. The product formed by this reaction comprises the 
residue of the pharmaceutical linked to a cyclodextrin, or to a 
pendant arm substituted thereon, through a linking group that is 
formed by the reaction of a functional group on the 
pharmaceutical agent with a functional group on the cyclodextrin 
*or pendant arm. Thus, the residue of a phaurmaceutical agent can 
be covalently bonded to the cyclodextrin through a linking group 
that is substituted *or a C2, C3 or C6 hydroxy 1 or hydroxyl 
hydrogen, or it can be covalently bonded via a pendant arm that 
is substituted to a C2, C3 or C6 position. This term also 
includes any salt or hydrate which can be formed from the 
prodrug - 

cyclodextrin inclusion-Association Complex - refers to 
an inclusion complex in which there are one or more associable 
groups or portions of a group located on a substituent that is 
at a C2, C3 or C6 position of a cyclodextrin, which 
portions form an association with one or more 
associable groups or portions of a guest atom or molecule. The 
associable portions can include polar or charged groups or 
portions, or groups or portions capable of hydrogen bonding. 
This term also includes any salt or hydrate which can be formed 
from the inclusion-association complex. 

cyclodextrin Inclusion Salt - refers to an inclusion- 
association complex in which the associable group or portion of 
the cyclodextrin substituent carries a net positive or negative 

»Gharge.^which-^causes.:;^it^to^^associa^^^^ 
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group or portion of a guest atom or molecule. This term also 
InclUGles any other salt or a hydrate which can be formed from the 
cyclodextrln Inclusion salt. 

Pharmaceutical Agent - refers to compounds or their 
salts or hydrates which have a pharmaceutically recognized use. 
Pharmaceutical shall also be tsOcen to mean drug, isotope, toxin 
or any other molecule used either to detect, i.e., diagnose, or 
treat pathological lesion, e.g. , cancer, or to prevent the 
occurrence of such a lesion- It will be appreciated that the 
term is not intended to cover compounds which have some type of 
bio-affecting activity, but which aore not recognized as 
pharmaceutical agents by the medical community or drug regulatoiry 
agencies. For example, a dye is not considered to be a 
pharmaceutical agent, even though it might possess some type of 
bio-affecting activity. Similarly, the term "pharmaceutical 
agent" does not include unreacted reactants, other products, or 
solvents (including water) that are present in the reaction 
mixture when synthesizing cyclodextrln derivatives or which are 
present when forming inclusion complexes. 

Pestlcldal, Herblcidal, Agricultural, cosmetic or 
Personal Care Agent - refer to compounds or their salts or 
hydrates which have a generally recognized use in the fields. 
For the purpose of this invention, a dye is not considered to be 
such an agent. Similcorly, these terms do not include unreacted 
reactants, other products, or solvents (including water) that are 
present in the reaction mixture when synthesizing cyclodextrln 
derivatives or which are present when forming the inclusion 
complexes. 

Useful Agent - includes pharmaceutical, pestlcldal, 
herblcidal, agricultural, cosmetic or personal care agents or 
salts or hydrates thereof as defined above. 

Carrier - refers to atoias or molecules to which a 
cyc lod extrln, cyc lodex trln deri vative em d/or I nclu sion comp lex 
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' may be bound, entrapped or encapsulated, covalently or otherwise, 
and which may impart at least one advantageous property to the 
cyclodextrin, cyclodextrin derivative and/ or inclusion complex 
which is not already possessed thereby. Although it may 
occasionally be the case, the carrier or portions thereof 
generally will not be included in the cyclodextrin annulus, and 
will generally not comprise the useful agent for which delivery 
is sought by means of the cyclodextrin, cyclodextrin derivative 
and/or inclusion complex. Rather, the carrier generally will be 
employed to enhance delivery of the useful agent. For example, 
carriers can include targeting molecules for pharmaceutical 
applications such as antibodies or fragments thereof, hormones, 
cytokines, lymphokines, receptors in soluble form, other 
.pharmaceutical agents, toxins or isotopes or any other agent 

* where one molecule is bonded to the other. The carrier may also 
comprise a matrix or physical encapsulant (e.g. , liposome) with 

' which the cyclodextrin, cyclodextrin derivative and/ or inclusion 
complex may be physically associated. 

solubility - refers to solution in water or other 
aqueous-based media. 

II. nTCSTGNING INCLUSION COMPLEXES A ND PRODRUGS 

The •359 Application provided guidance in tailoring 
cyclodextrin derivatives to enhance the effect of substituents 
upon the indlusion complex. For example, based on the estimated 
orientation! of the guest in the cyclodextrin annulus, the 
cyclodextrin can be substituted with associable groups or pendant 
arms containing associable groups, e.g., polar, charged or 
capable of forming other associations, which can exert a desired 
effect upon associable groups on the guest molecule. Other 
factors, however, may also affect the orientation of the guest 
in the inclusion complex. 

For example, many molecules have a dipole moment; that is, 
their atoms and their electrons and nuclei are so arranged that 
— -ipne par^ -of tho -inoleeu^^^^ has-^^-pos^'*^^^^^^^^^^^ 
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the other part is negatively charged. The molecule thus becomes 
a small magnet or dipole. Cyclodeactrins have a dipole moment 
resulting from a two-fold greater number of secondary hydroxyl 
oxygens than primary hydroxyl oxygens. The dipole moment of a 
cyclodextrin is illustrated in Figxire 1. 

In am inclusion complex, therefore, an included species 
having a dipole moment will possess a tendency to orient itself 
so that the positive end of the included species will be in the 
vicinity of the secondary hydroxy Is and the negative end will be 
in the vicinity of the primary hydroxy Is* This phenomenon is 
illustrated in Figxire 2. The skilled artisan will appreciate 
that the inclusion complex of Figure 2 is actually only part of 
the overall equilibrium equation illustrated in Figure 3, the 
amount of included species being dependent on the eguilibritim or 
stability constant K. The inclusion constsoit K is defined by the 
equation: 

K=[ included species] / [non- included species] 

or 

K= [ included species] / [cyclodextrin] [free molecule] • 

When designing inclusion complexes, one can thus take in 
account, and indeed tcQce advantage of the dipole moment 
phenomenon. Since the included species will tend to achieve the 
equilibrixim shown in Figure 3 , the siibstitutions to the 
cyclodextrin can be tailored to achieve maximxam effect. This 
method of design can be particularly important in instances where 
the guest theoretically is capable of more than one orientation 
within the cyclodextrin annulus. Thus, for example, 

substitutions for the primary hydroxyls can be made so that they 
will exert a desired effect on the portion of the included 
molecule expected to be present in that vicinity. Similarly- 
intended stxbstitutions for the secondary hydroxyls can also be 
made. This method of inclusion complex design is generally 
illustrated in Figure 4. Whether to sxibstitute for primary or 
sec on dary hydroxyls thu s becomes a function of the molecule to 

SUBSTITUTE SHEET 



wo 91/13100 




PCr/AU91/00071 



17 

•be included, and the basic techniques for selectively achieving 
desired primary and secondary substitutions are provided in the 
*359 Application. 

Moreover, knowing that the cyclodextrin is negatively 
polarized in the vicinity of the secondary hydroxy Is, it may be 
possible to enhance the overall dipole of the cyclodextrin 
derivative by substituting the secondary carbons with stronger 
electronegative groups, or substituting the primary carbons with 
weaker electronegative groups (e.g., NHj) . This can thus enhance 
the attraction with the guest, and thereby enhance one or more 
properties of the inclusion complex such as stability. 

It is also important that the dipole moment be considered 
"when designing inclusion complexes comprising linked 
cyclodextrins. Figure 5 illustrates cyclodextrins linked by 
'their primary carbons. In the aligned species (designated as A) , 
the dipole moments are in opposing directions, which leads to 
instability of the linked configuration. This can result in an 
equilibrium with a differently-configured species such as the 
staggered configuration (designated as B) . That equilibrium 
lessens the concentration of species A, which in turn decreases 
the concentration of the inclusion complex C. For the same 
reason, the inclusion complex C can also have a somewhat unstable 
configuration because one end of the guest molecule can be in the 
vicinity of ja cyclodextrin having a like charge. 

Figure 6 illustrates a linked configuration which may 
ameliorate the aforementioned problem and thus lead to an 
inclusion complex having enhanced properties. In Figure 6, a 
primary carbon of a first cyclodextrin is linked to a secondary 
carbon of a second cyclodextrin, thereby creating a uniform 
dipole moment for the entire linked cyclodextrin species. The 
cyclodextrins should thus remain aligned and facilitate inclusion 
of the polar molecule. Moreover, the dipole moment of the linked 
cyclodextrin can complement the dipole moment of the included 
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Wiiile tlie foregoing discussion is laurgely clevo1:ed ' to 
increased interaction between the host and guest, it should also 
be noted that the desired effect, in some instances, may be a 
decreased interaction, i.e., a less stable complex. For example, 
if a cyclodextrin is being used to mask the taste of a 
phcirmaceutical , it may be desirable to provide an inclusion 
complex which is stable in the mouth but quickly dissociates in 
the stomach to release the pharmaceutical. The same reasoning 
can also apply to cyclodextrin derivatives in which an agent is 
covalently linked to a cyclodextrin such that the covalent bond, 
when broken, yields the agent in active form, e.g., a prodrug. 
That is, the covalent bond can be designed to bresik relatively 
quickly to provide a fast delivery of the agent - 

For exeunple, a bond that is susceptible to acid hydrolysis 
such as that in an ester or amide, would thus be susceptible to 
being broken in the acidic environment of the stomach. It has 
been found that ester linkages eore preferred where quick 
hydrolysis is desired. Alternatively, amide linkages which are 
part of a pendant eirm can also provide relatively quick 
hydrolysis rates. Amide linkages which are directly substituted 
onto the cyclodextrin generally posses long rates of hydrolysis 
and are thus more likely to be useful where release in the 
intestine is desired. Alternatively, the bond could be 
susceptible to being broken by other normally occurring internal 
conditions in the stomach or intestine of a host. Further, the 
cyclodextrin derivative, e.g., modified cyclodextrin, linked 
cyclodextrins or prodrug can be ftirther substituted, either on 
the pendant arm, the linking group, or on smother glucopyranosyl 
residue, with one or more groups which could assist in acid or 
base catalyzed hydrolysis of such ester or amide bonds. Such 
reactions could thus be designed either to be pH-dependant 
reactions or to be catalyzed by, for example, endogenous enzymes 
or flora found in the particular areas of. the body where release 
is desired. Further still, the composition can contain multiple 
types of bonds and/ or complexes designed to provide release at 
different rates and/ or locations in the patient. . 
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In this regard, Figures 7A to C illustrate inclusion 
complexes comprising two cyclddextrins wherein each cyclodextrin 
has one or more substituents which can associate. In Figure 7A/ 
linked cyclodextrins contain associable groups X and which 
represent charged or polar atoms or groups of atoms, or some 
other group capable of interaction (e.g. , hydrogen bonding) . The 
groups can be selected to provide desired release profiles. For 
example, the selected groups can be oppositely charged in the 
acidic environment of the stomach, but one or both could lose its 
charge (or take on opposite charges) in the relatively neutral 
environment of the intestines. For example, a histidine or 
imidazole group may be protonated (and thus positively charged) 
in the stomach but not in the intestine. By pairing such a group 
on one cyclodextrin with a negatively charged group such as 
sulfonate on another cyclodextrin, an association that could form 
in the stomach may essentially disappear in the intestine. Such 
- design provides a more staible complex in the stomach and a less 
stable complex in the intestine, resulting in more complexed drug 
passing through the stomach and more free drug being released in 
the intestine. It is noted that while Figures 7A to C illustrate 
only complexes containing one drug molecule that is included 
through the secondary ends of the cyclodextrins, other 
configurations such as those shown in the •359 Application 
(Figiires 12e), F and G therein) , as well as other variations are 
certainly pJssible and are within the scope of this invention- 
Figures 7B arid C illustrate other variations of complexes wherein 
two otherwise substituted or unsubstituted cyclodextrins contain 

one or more associable groups. Of course, many other 

i 

configurations are possible. 

III. CYCLODEXTRTN DERIV ATIVES 

The importance of being able to selectively modify 
cyclodextrins using the methods described in the '359 Application 
and hereinafter can thus readily be seen. These procedures can 
provide the cornerstone for tailoring cyclodextrins to the guest 
in order to achieve a desired effect. 
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A. Modified cyclodex1;rixi8 

Modified cyclodextrins in accordance wi1:h Uiis invention can 
comprise an otherwise subsliitu'ted or iinsiibsti'tu'ted cyclodext:rin 
in vtiicli at least one C2, C3 or C6 hydroxyl is substituted with 
a group selected from -XR^ SiR^^*, and -r7, 

wherein X can R** and R" represent groups as defined by R^-R*^ 
above, and represent 

DO o o O 

B II II ^ II II 

0-C-,-C - * C -N - N - C - C 

R» R^ 

GO DO R" R" 

I II II II 11. 

- - S- - - N = C-, - C = N-, . 

II 

o 

o o o 

II 0 u 

- 0- S-, -s-o-^ - o- s— o- 

I no li 

o o o o 



Y c£tn represent 

o o 




and wherein B} to R^^ can each represent the same or different 
groups selected from: the groups -XR', YR^, SiR^R^R*, and -R^ are 
as defined above, hydrogen, alkyl, alkenyl, alkynyl, cycloalkyl, 
cycloalkenyl , cycloalkynyl , aryl, heteroaryl, heterocyclyl , and 
wherein any two or three groups bonded to the ssuae siabstituent 
can be taken together to represent a single group multiply bonded 
to said same substituent, and wherein R^ to R" may be further 
substituted by at least one -XB} , -YR^^, -SiR'^R^*, -R*^, halogen, 
and OR^^, wherein R" is as defined for R^ to R". 
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Cyclodextrins in which one or more C2, C3 or C6 hydroxyls 
are selectively substituted by ether substituents are also 
encompasBed. For example, cyclodextrin derivatives thus 
substituted only on one or more secondary carbons, or uniformly 
substituted only on one, two or three, etc. primary carbons are 
encompassed. The ether substituents may be further substituted 
with any of the foregoing groups- 

Of the above recited inclusion complexes, preferred groups 
include the substituted amino cyclodextrins, i.e., cyclodextrins 
wherein at least one substitution for said 02, C3 or C6 hydroxyl 
is of the formula -YR^R^ , wherein Y is N, and R^ and are as 
previously defined. Also of particular interest are the 
inclusion complexes wherein R^ is hydrogen and R^ represents 
■amino, hydroxyl, carboxyl, sulfonate (SO3-) , phosphate (PO/^) , 
substituted alkyl, cycloalkyl, or aryl, or wherein R^ and R^ are 
"taken together to represent a hereto substituted multiply bonded 
alkyl group. A discussion of some preferred modified 

cyclodextrins is provided in the '359 Application. 

Also included within the scope of this invention are 
inclusion complexes in which at least one pharmaceutical, 
pesticidal, herbicidal, agricultural, cosmetic, personal care or 
other useful agent is included in a modified cyclodextrin as 
described above. 

Many modified cyclodextrins in accordance with this 
invention will possess one or more pendant arms as described in 
the *359 Application. One general formula for preferred pendant 
arm cyclodextrin derivative are of the formula CD - W - R"- L, 
wherein 

CD represents an otherwise substituted or unsubstituted 

cyclodextrin, 

W represents a functional linking group, 

r" represents a group defined the same as R*-R^^ above, and 
L represents a group selected from reactive, charged, polar 
-or associat ing-~ groups . — Advantageous ly.,-™ ^ — - . ^ 
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W represen'ts an optiional, functional linking group such as 
amino, amide, ester, thioetHer, thioamide, thioester, etc., 

represents an optional arm such as substituted or 
unsubstituted: allcyl, alkenyl, al3cynyl, cycloaDcyl, cycloalkeny 1 , 
cycloallcynyl, aryl, heteroaryl and heterocyclyl, and 

L represents an optional group selected from reactive, 
charged, polar or associating groups^ e.g., amino, carboxyl, 
hydroxyl, sulfonate, phosphate, acyloxy, alkyloxy and thiyl. 

While cyclodextrin derivatives having at least one of each 
siibstituent constitute a preferred group, each of the foregoing 
groups is optionally present. For example, the reactive, 
charged, polar or associating species can be bonded directly to 
the cyclodextrin or to the fxinctional linking group. Likewise, 
a reactive, charged, polar or associating species may not always 
be desired. Moreover, such species can be anywhere on the arm, 
and there cein be more than one such species on the arm, e.g, the 
arm could possess multiple groups that could associate with 
multiple groups on an included or associated molecule, such as 
biological molecules which may contain many repeating groups such 
as amino, carboxyl, emd hydroxyl. The arm can also contain other 
functional or reactive groups which, in turn, may be used to link 
yet other arms and charged, polar or associating species. 
Preferred modified cyclodextrins of CD-W-R-Ij group also include 
those in which a carboxyl-substituted aUcyl group is linked to 
a C2, C3 or C6 position of the cyclodextrin through an amino, 
ester, cuaide, thioether, thioester, thioeoaide or other functional 
linking group. Alkyl groups of from 1-3, 1-6, smd 1-10 carbons 
comprise preferred groups. Those of from 10-20 comprise another 
preferred group, and those of greater than 20 carbons comprise 
yet another preferxed group. 

It has been found that, in some instances, advantageous 
results can be obtained using cyclodextrin derivatives in which 
at least one C2, C3 or C6 hydroxyl is substituted with a group 
having a net negative charge, or with a substituent that contains 
a group having a net negative cheirge. Examples of group s that 
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'can carry a net negative charge include hydroxy 1, carboxyl, 
phosphate (PO/^) or sulfonate (SO3-*) . Other groups having net 
negative charges will be readily apparent to those skilled in the 
art. 

Preferred modified cyclodextrins of this group include those 
in which a carboxyl-substituted allcyl group is linked to a C2, 
C3 or C6 position of the cyclodextrin through an amino, ester, 
amide, thioether, thioester, thioamide or other functional 
linking group. Alkyl groups of from 1-3, 1-6, and 1-10 carbons 
comprise preferred groups. Those of from 10-20 comprise another 
preferred group, and those of greater than 20 carbons comprise 
yet another preferred group. One exsunple of such compounds is 
.6^-amino-6^-deoxy-6^-N- (3-carboxypropanoyl) -/3-cyclodextrin 
* (hereinafter "/3-CDNSc") , which as discussed below, has provided 
.inclusion complexes having advantageous properties. For example, 
' it has been f oxind that by forming an inclusion complex with 
cimetidine (Tagamet) and jS-CDNSc using a 1:1 (cimetidinexjS-CDNSc) 
molar ratio, the solubility of cimetidine in water can be 
increased to greater than 80 mg/mL. It has also been found that 
by forming an inclusion complex with amiodarone and /S-CDNSc using 
a 1:2 (amiodarone: /8-CDNSc) molar ratio, the solubility of 
amiodarone in water can be increased by a factor of 35. 

The modified cyclodextrin, /8-CDNSc, is also an example of 
another preferred group of cyclodextrin derivatives having the 
formula CD -| X - R"- Q, wherein: 

X represents -N-c- or -S-c- 

R*^ O O 
R*^ and R^^ represent groups as defined by R*-R^^ above, and 
Q is a carboxylic acid group or a carboxylic acid group 
derivatized to undergo substitution, e.g., acid chloride, acid 
anhydride or ester. Of these derivatives, those where R^'* is 
alkyl comprise a preferred group • Of the alkyl groups, those of 
from 1-3, 1-6, and 1-10 carbons comprise preferred groups. Those 
of from 10-20 comprise another preferred group, and those of 
greateF^han another ~pr group. 
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« 

Prepaxation of such compounds is described in the '359 
Application and also below. 

Where Q is a carboxylic acid, the compound can be used 
either for delivery of drugs such as amiodarone, or as an 
intermediate in the preparation of other cyclodextrin 
derivatives, including especially asymmetric linked cyclodextrins 
and prodrugs. When it is desired to use the derivative as an 
intermediate, the carboxylic acid advantageously can be 
derivatized to undergo substitution, for example, by forming an 
acid chloride, acid anhydride or ester. 

B Linked cyclodextrins 

As with the '339 Application, another preferred embodiment 
of this invention comprises at least two otherwise substituted 
or unsubstituted cyclodextrins covalently bonded to each other 
by at least one linking group. The at least one linking group 
links a first cyclodextrin at a C2, C3 or C6 position to a second 
cyclodextrin at a C2, C3 or C6 position. The cylodextrins can 
be substituted as described above. When there eore only two 
cyclodextrins which eure not otherwise substituted and are linked 
by only one linking group, that linking group is other than a 
disulfide that links the two cyclodextrins at the C6 position. 

A preferred group of the linked cyclodextrins are those in 
which only two cyclodextrins are linked together. Further, from 
the discussion in Section II sd>ove, one can also see the 
importance of linked cyclodextrins in which a first otherwise 
substituted or unsubstituted cyclodextrin is linked through one 
of its primary (C6) carbons to a secondary (C2 or C3) carbon of 
a second otherwise substituted or unsubstituted cyclodextrin. 
Thus, otherwise substituted or unsubstituted cyclodextrins which 
are linked by C6-C3 or C6-C2 linkages comprise yet another 
preferred embodiment of this Invention. As discussed below, 
preparation of such asymmetrical linked cyclodextrins is greatly 
facilitated by the above-described intermediates of the formula 
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Also, as discussed in the '359 Application, the lixiked 
cyclodextrins are preferably linked by at least one linking group 
of the formula - X - - Y - or - R" - , wherein 

X and Y can be the same or different, and represent 
functional linking groups, and 
of the formula - X - R' - Y - or - - , wherein 

X and Y can be the same or different, and represent 
functional linking groups such as ether, thioether, ester, 
thioester, amide, thioamide, and amine, and 

R»« and r" represent groups as defined by R*-R*^ above, 
and are advantageously selected from substituted or 
unsubstituted: alkyl, alkenyl, alkynyl, cycloalkyl, cycloalkenyl , 
cycloalkynyl, aryl, heteroaryl and heterocyclyl . 

The otherwise substituted or unsvibstituted cyclodextrins 
-which are linked may also be the same or different. For example, 
an a-cyclodextrin can be linked to a /3-, y- or tf-cyclodextr in . 
Such an asymmetrical configuration may be advantageous when the 
guest contains multiple hydrophobic groups of different size. 
Moreover, the length of the linking group may be varied to 
accommodate guest molecules of different sizes. 

Also included within the scope of this invention are 
inclusion complexes in which at least one pharmaceutical, 
pesticidal, herbicidal, agricultural, cosmetic, personal care or 
other useful agent is included in a modified cyclodextrin or 
linked cyclodextrins as described above. 

I 

C. Cyclodextrin Derivatives Having a Covalently 
Bonded Agent (e.g.. Prodrugs) 

In another preferred embodiment of this invention, an 
otherwise substituted or unsubstituted cyclodextrin, or two or 
more otherwise substituted or unsubstituted linked cyclodextrins, 
can be covalently bonded to a useful agent such as a 
pharmaceutical, herbicidal, pesticidal, agricultural, cosmetic 
or personal care agent, wherein the covalent bond, when broken, 
-wi-l'l-y ieid- the-agewfe—i-n an-aeti-ve- 4©»b^.- -gjhe-modif ied-and-iinked- 
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« 

cyclodextrins which can be used include those described above and 
in the •359 Application. Guidance in preparing such compounds 
is also provided in the '359 Application. Upon reading this 
disclosure, the skilled artisan will also appreciate that the 
intermediate CD-R-X-Q can be very helpful in preparing such 
derivatives • 

A preferred embodiment of such derivatives comprises a 
phcirmaceutical agent covalently bound to a cyclodextr in , i.e., 
a prodrug, wherein the covalent bond will be broken down in the 
normally occurring internal activity of a host animal. 

D. Cyclodextrins and Carriers 

As stated above in the "Definitions" section, the t:erm 
"carrier" refers to atoms, molecules and other structure to which 
a cyclodextrin, cyclodextrin derivative and/ or Inclusion complex 
may be bound, associated or encapsulated, covalently or 
otherwise, and which may impart at least one advantageous 
property to the cyclodextrin, cyclodextrin derivative and/ or 
inclusion complex which is not already possessed thereby. 
Carriers can be categorized into several different groups. 

A first group of caxriers comprises those atoms or molecules 
which cem be used to target cells of interest within a patient. 
Examples of such can include antibodies or fragments thereof 
which are specific to tumors for the therapy of cancer, hormones 
or inter leukins for the therapy of infectious disease, cancer and 
for the treatment of immune deficiency. In these examples, the 
cyclodextrin derivative generally first would be conjugated to 
the carrier by a chemical reaction. Thereafter, the carrier- 
cyclodextrin conjugate would be exposed to the pharmaceutical 
agent which would form an inclusion complex with the 
cyclodextrin. Alternatively, cyclodextrin prodrugs could be 
covalently attached to the targeting carrier. In addition to the 
targeting advantage, using such carriers may provide other 
advantages such as: 

(a) the amount of drugj^dclL-Can,^^^^ 
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may be able to be increased; 

(b) the drug may be in a "protected" form resistant to lysis by 
extra and intracellular enzymes and other materials; 

(c) the integrity of the compounds may be preserved, i.e. both 
the structure and function of both agent and carrier may be 
preserved as they will not be exposed to the stringent 
conditions often recpiired for the conjugation procedvires; 
moreover, cyclodextrins are likely to be resistant to such 
stringent conditions. 

Furthermore, the cyclodextrin derivatives disclosed in the 
•359 Application and herein lend themselves well to such 
applications since they may contain very precise substitutions 
which facilitate linking to the carrier. For example, a 
"cyclodextrin derivative containing a thiol, amino or carboxylic 
acid group could be reacted with the complementary carboxylic 
' acid amino, or thiol group to form an amide, thioaumide, thioester 
or disulfide covalent bond. Other reactive groups could be 
employed to form other bonds such as ester and sunino. 
Preferably, the group on the cyclodextrin derivative could be 
activated to react easily with a complementary group on the 
antibody or other carrier. 

For example, a carboxylic acid group could be derivatized 
to undergo | substitution by forming an acid chloride, acid 
anhydride or ester, which could then be reacted with an amino 
group on an I antibody to form an amide bond. In this way, the 
form of the pheanoaaceutical agent is not altered and can be 
targeted to the cells of interest in the protected form of the 
inclusion complex. 

This use of a cyclodextrin derivative as a "linking agent" 
could have many applications, for example: 

(a) linking agents such as Melphalan, anthracyclines and other 
cytotoxic drugs to antibody for their specific carriage to 
tumors ; 

:(^) ...^1.4;nking^-ageiits ins :(JLl=l..„:--j:IL!!il.O,)^f Qr_^ 
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« 

passage to 1:arge*t cells such as t:umors wd si-tes of 
infection; 

(c) linking plasxnaprotein such as albumin for the selective 
intravascular delivery of pharmaceutical agents such as 
dxrugs, hormones and the like into the circulatory system; 

(d) linking diagnostic reagents such as radioactive particles 
to antibody for the detection of tumors; and 

(e) linking to lectins. 

Another category of caorriers includes atoms, molecules, 
matrices or encapsulsmts which are generally useful for localized 
or prolonged delivery. Examples of such carriers include solid 
matrices such as disks, and liposomes, although in some 
instances, liposomes can be targeting C8arriers as described 
above. Xn some instamces, the cyclodextrin derivative could be 
covalently bonded or physically entrapped or encapsulated in 'the 
caurrier, and the agent would then be included in the cyclodextrin 
(except where cyclodextrin prodrugs are employed) . 
Alternatively, the inclusion complex may first be formed, emd the 
inclusion complex could then be bonded, entrapped or encapsulated 
in the carrier. 

When liposomes are used as a carrier, the pharmaceutical 
agent to be incorporated into the liposomes generally can be 
included either in the buffer if is water soliible, or included 
in the organic solvent if it is hydrophobic. For agents with low 
solubility and wettability, cyclodextrins and derivatives thereof 
can be used to solubilize the compounds before they are 
incorporated into liposomes. Cyclodextrins and derivatives 
thereof can also help to improve the stsibility of agents in these 
formulations. This cam be paurticularly important when lack of 
stability of the agent contained in the liposomes is a concern 
during prolonged storage In vivo or in vitro. 

Other types of carriers may be readily apparent to those of 
ordinary skill, and the application of inclusion complexes and 
cyclo dex trin jd^AYStives a^ 
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'will be within the scope of this invention. 

IV. CQMPOSITTONS AND METHOD S OF USE 

It will be readily apparent that this invention encompasses 
many different compositions and uses for cyclodextrins^ their 
derivatives and inclusion complexes formed therewith. 

Where a cyclodextrin or derivative thereof is to be used as 
or with a pharmaceutical agent for therapeutic or diagnostic 
purposes, it may be used in combination with any pharmaceutically 
accepted excipients and adjuvants, as well as the carriers 
described above. The compositions may be in any pharmaceutically 
acceptable form for any type of administration, including 
.topical, oral, rectal or parenteral administration. And because 
cyclodextr ins and derivatives thereof can mask taste, different 
.types of oral administrations may be possible, including chewable 
or effervescent tablets (e.g., for antacids), gargles, topical 
solutions and suspensions, pastes, ointments, etc. All forms of 
such compositions, including those which have been freeze-dried 
and spray dried are within the scope of this invention. Methods 
of treating a patient, including a human, will comprise 
administering therapeutically effective amounts of such 
compositions. Preparation and administration of such 

compositions will be within the skill of persons in such arts. 

Additionally, because cyclodextrins facilitate the prolonged 
release of pharmaceutical agent, such compositions, for example, 
may be administered, with or without carriers, inside of body 
cavities where the agent would be released more slowly than if 
it were in the form of the free drug. Examples of where such 
compositions could be employed include: 

(a) the abdomen for localized, prolonged release of 
pharmaceutical agents, especially antibiotics for 
infections or antineoplastics for locally treating cancer 
in the peritoneum or other cavity in this site; 

(b) the meningeal space for the treatment of meningeal 
.i.^#ectd-on--o:i^men-ingeal_cancers7 > 
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(c) the pleural or pericatrdial spaces for the treatment of 
infection or cancer; 

(d) the skin, subcutaneous tissue or muscle; 

(e) the vagina for local treatment of cancer or infection, or 
for slow release of a contraceptive; 

(f ) the rectum for treating systemic disease in the rectum; and 

(g) the organs and glands for treatment of cemcer, infection, 
etc. 

Other advemtages can also accrue from the aforementioned 
cyclodextrins , cyclodextrin derivatives and pharmaceutical 
compositions , including protecting the pharmaceutical agents from 
enzymes and acids of the gastrointestinal tract, lytic agents in 
the body such as in the saliva, enzymes in the lungs and in ^he 
body, particularly at the surface and within cells such as 
polymorphic nuclear leukocytes, macrophages and other cells, -and 
possibly also from the destructive mechanisms found within the 
cytoplasm of most cells. 

The cyclodextrin derivatives of this invention may also be 
used in other ways, for example, to encapsulate proteinase 
inhibitors. Such complexes may be used therapeutically, e.g., 
for co-administration with peptides of therapeutic interest. 
Alternatively, such complexes may be used for separating 
proteins, e.g., by chromatographic means. 

Such compounds and compositions may also protect the patient 
from allergic reactions to the agent. This may be accomplished 
if the potential antigenic sites on the agent are included or 
otherwise shielded such that they aore no longer immunogenic, and 
such that they are protected from attacking antibodies or 
lymphocytes. In such instances, the complex or prodrug likely 
would be administered parenterally in order to introduce the 
cyclodextrin into the bloodstream. 

For example, penicillin in some individuals is antigenic, 
giving rise to anti-penicillin ant ibodies . In sensitized 
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•individuals, however, penicillin compositions in accordance with 
this invention may well be "hidden" form the antibody and no such 
system anaphylaxis will occur. Moreover, if such penicillin 
compositions were initially administered, sensitivity may be 
prevented in the first instance. Other substances which are 
potentially immunogenic include antibodies, peptides (discussed 
below) or other synthetic or natural materials. 

similarly, such compositions may prevent unwanted binding 
of an agent to a specific receptor on a cell, thereby preventing 
unwanted destruction by the cell. This could effectively prolong 
the half -life of the agent in circulation. It is noted that many 
agents act by binding to a receptor which then causes some 
appropriate function, and that hiding this site may decrease the 
therapeutic potential of the agent. There may be circumstances, 
however, where it is more desirable to have the agent act at a 
'certain site (e.g. bacteria) and not bind to other cells which 
carry the receptor. 

It will be readily appreciated that many different 
pharmaceutical agents can be delivered using the cyclodextr ins , 
cyclodextrin derivatives and pharmaceutical compositions 
described above. Several specific applications, however, merit 
further discussion. 

A. cimetidine 

It has Ibeen discovered that the solubility of cimetidine 
(Tagamet) in water is greatly enhanced in compositions comprising 
cyclodextrin derivatives in accordance with this invention. This 
enhanced solubility ameliorates side-effects associated with 
administration of drug, including bad taste. 

Accordingly, another embodiment of this invention comprises 
an inclusion complex comprising cimetidine included in a 
cyclodextrin derivative, or a cyclodextrin prodrug comprising the 
residue of cimetidine covalently bonded to a cyclodextrin 
™derdv.ative--as,_descriied-berLein_^^^ 
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pliarmaceu1:lcal composi-tion con-balndLng such inclusion complex or 
prodrug. Any of the af oremen1:ioned forms of ph2annaceu1:ical 
composit:ions is envisioned, including t:hose comprising carriers 
for -targe-ted or prolonged delivery. 

Advanliageously, the cyclodextrin derivative is of the 
formula CD — W - - L, which is described eibove. 

Advantageously, W represents an optional, functional linking 
group such as amino, amide, ester, thioether, thioamide, 
thioester, etc. , 

R^^ represents an optional eorm such as siibstituted or 
unsubstituted: alkyl, alkenyl, alkynyl, cycloalkyl, 

cycloalkenyl , cycloalkyny 1 , aryl, heteroaryl and heterocyclyl , 
and 

L represents an optional group selected from reactive, 
charged , polar or associating groups , e.g., amino , carboxy 1 , 
hydroxyl, sulfonate and phosphate. 

One preferred group of compounds within the above formula 
comprises cyclodextrin derivatives in which R^ represents alkyl 
groups of from 1-3, 1-6, and 1-10 carbons. Those of from 10-20 
comprise another preferred group, and those of greater than 2 0 
carbons comprises yet another preferred group. Yet another 
preferred group comprises cyclodextrin derivatives in which L 
represents a negatively charged group, for example car boxy 1, 
hydroxyl, sulfonate cmd phosphate. Yet another preferred group 
comprises cyclodextrin derivatives in which W is amino, amide or 
ester • 

Another preferred group useful in forming inclusion 
complexes with cimetidine comprises cyclodextrin derivatives 
having the 

formula CD - X - R^* - Q, which is described above. 
Advantageous ly , 

R is as described above, and prefer £Q:)ly represents alkyl 
groups of from 1-3, 1-6, l-io, 10-20 or greater than 20 carbons; 

and , ^_ - 

SUBSTITUTE SHEET 



wo 91/13100 



33 



PCr/AU91/00071 



Q is a ceorboxylic acid group. 

It, has been found, for example, that the stability constant 
for the inclusion complex formed between 6^-amino-6^-deoxy-6^-N- 
(3-carboxypropanoyl)-6-cyclodextrin (/8-CDNSc) and cimetidine is 
much higher than that for the analogous complex involving B- 
cyclodextrin. Moreover, the solubility of cimetidine in water 
can be increased to greater than 80 mg/mL. Such complexes have 
also proven effective in taste masking of such orally- 
administered solutions of cimetidine. 

B* Peptides 

The present invention provides a compositions and methods 
for effectively stabilizing, solubilizing, and/or enhancing the 
delivery or activity in vivo or in vitro of polypeptides, 
-especially proteins, by means of the cyclodextrin derivatives 
'described herein and in the ^359 Application. Such compositions 
may be in the form of an aqueous solution. The resulting 
compositions comprising the polypeptides are also within the 
scope of this invention. Lyophilized forms of such compositions 
are also within the scope of this invention. PreferaOsly, the 
foregoing methods and compositions are directed toward 
improvements in biologically useful protein formulations. 

It has leen found that formulations containing a combination 
of a therap'eutic polypeptide and a cyclodextrin or modified 
cyclodextrin! are suitable for oral administration. Partial 
encapsulation of the polypeptide in the cyclodextrin may prevent 
the enzyme-drug interaction and hence limit enzymatic degradation 
of the polypeptide. The rate of degradation of the polypeptide 
will of course only be reduced when the effective concentration 
of the polypeptide is below the K„ of the enzyme. However, in 
vivo, most enzymes work below the K„ so for purposes of drug 
delivery this condition will in most cases be fulfilled. 

Surprisingly, it has been found that cyclodextrins are 

'--suitable— for— t3ie--^eh*rei~^^ — dis or ders. 
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associated with compounds produced In vivo tlirough enzyme 
catalysis. For example, where a disorder results from the over- 
production of a physiologically active compound, smd the 
production of that compound is enzyme-catalyzed, competitive 
binding of the substrate of the enzyme to a cyclodextrin can 
limit that over-production. Alternatively, encapsulation of the 
product of the enzyme-catalyzed reaction may limit the 
undesirable physiological effects of that compound. Other 
therapeutic benefit may be derived through maintaining a larger 
substrate pool by substrate binding to cyclodextrins. 

One area where this approach has considerable benefit is in 
the treatment of metabolic disorders associated with the In vivo 
production of the catecholamine neurotransmitters, noradrenaline 
and adrenaline, from tyrosine. Cyclodextrins used for this 
purpose could be administered by injection. 

Each of these therapeutic applications involves the 
inhibition of enzyme activity by competitive binding of enzyme 
substrates to cyclodextrins and modified cyclodextrins. Example 
120 below demonstrates this inhibition in an In vitro model 
system. As demonstrated in that Example, the interaction of a- 
chymotrypsin with a model substrate, N-benzoyl-L-tyrosine ethyl 
ester, is reduced by competitive binding of the substrate to /S- 
cyclodextrin. N-Benzoyl (1) -tyrosine ethyl ester (BTEE) is a 
substrate commonly used to determine the activity of a- 
chymotrypsin. It is shown that the rate of hydrolysis of BTEE 
by a-chymotrypsin is slowed in the presence of j3 -cyclodextrin (/3- 
CD) . 

The polypeptides intended for use according to the present 
invention Eire any polypeptides which are biologically or 
industrially useful, i.e., one which can be employed in the 
diagnosis, cure, mitigation, treatment or prevention of disease 
or in the enhancement of desirable physical or mental development 
and conditions in man or animals. Polypeptides, especially 

^- -proteins, f ori-jase . ln,.,Jmman_iandygr vete3LUiary.j|edici i>e or i n 
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diagnosis (in vivo or in vitro) are of particular interest. 
Industrially useful polypeptides are those employed analytically, 
in production or which are otherwise useful in chemical industry. 

Amino acids are organic compounds that have at least one 
amino (-NHj) group and at least one carboxyl /(-COOH) group. 
Oligopeptides are amino acid oligomers which are formed by 
reacting amino and carboxyl groups from different amino acids to 
release a water molecule and form a peptide linkage. 
Polypeptides are amino acid polymers which are formed in the same 
way. Generally, oligopeptides have between 2 and 20 peptide 
linkages whereas polypeptides have more. Proteins are very large 
polypeptides . 

The amino acids which make up the polypeptides of the 
present invention may be natural or synthetic, may have the amino 
group attached to any non-carbonyl carbon atom (e.g., to the a, 
/5, 7, 5 or c carbon as measured from the a-COOH group of the 
amino acid), may exist as enantiomers (e.g., D- or L-) or 
diasteriomers , may have blocked carboxyl or amino groups and may 
have side chains which eure hydrophobic, hydrophilic, acidic, 
basic or neutral. The synthetic polypeptides may contain 
reversed peptide linkages, in which case they must contain at 
least one dkamine and one dicarboxylic acid monomer. 

The polypeptides intended for use in the methods and 
coinpositions of this invention include molecules to which 
nonpeptide prosthetic groups, such as carbohydrates, hemes and 
fatty acids, have been attached. The polypeptides include 
molecules made by living organisms or cells, molecules made by 
synthetic organic chemistry and molecules which are synthetically 
modified biological products. They may have an amino acid 
sequence identical to that of a natural substance or one altered 
by techniques such as site-directed mutagenesis. 

In addition to the covalent (primary) structure, the 
-poiypepteides- m ay --p os s e ss u n i qu e - c on#ogmat-ions — fcombinations-~o£. 
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secondary, tertiary and cjuatemary structure) which affect their 
biological function, aqueous solubility and eUaility to interact 
with the cyclodextrins • The polypeptides may have many 
biological functions. They may act as enzymes; enzyme 
inhibitors, suitibodies; smtigens; transporters of electrons, 
oxygen, metal ions, or small organic molecules; ionophores; 
antibiotics; mitogens; hormones; growth regulators; 
neurotransmitters; cell surface recognition proteins; cell 
chemotactic factors; and cytotoxins. They may also be receptors, 
agonists, antagonists of the following: ionophores, antibiotics, 
mitogens, hormones, neurotransmitters, growth regulators, cell 
surface recognition proteins, cell chemotactic factors and 
cytotoxins ♦ 

Uses for some of the preferred polypeptides of the invention 
include: immunization (as vaccine adjuvemts) , in vitro 
diagnostics (to increase the solubility/ stability or lower the 
nonspecific binding of antigens or antibodies) and in vivo 
diagnostics and therapeutics (to increase the solubility and/ or 
stability of therapeutic and diagnostic polypeptides) . Preferred 
therapeutic targets of these polypeptides aure cancers, such as 
melanoma, renal cell carcinoma, myeloma, leukemia, breast cancer, 
colorectal cancer, lymphoma, neuroblastoma, astrocytoma and 
glioma; auto-immune diseases, such as diabetes mellitus, 
rheumatoid arthritis and multiple sclerosis; immtonodef iciency 
diseases; and infectious diseases. 

Among the polypeptides contemplated by the present invention 
are therapeutically useful polypeptides such as anti-sera, anti- 
toxins and antigens. Anti-sera may include, for example, 
antirabies, antivenin (black widow spider venom), hepatitis B 
immune globulin, tetanus immune globulin, intravenous immxme 
globulin, pertussis immune globulin and rabies immune globulin. 
Anti— toxins may include, for example, those for diphtheria and 
tetanus; lUio(D) immiine globulin; serum components, such as 5% 
normal himam serxam albumin, 5% plasma protein fraction, 20% 
norma l human serx xm albumin, 25 % n ormal human serum albxmin , 
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Also useful are factor II, factor VII, factor VIII, factor 
IX, factor X and Xa, antithrombin III, transferrin, haptoglobin, 
fibronectin, geunma globulins, protein C, protein S and thrombin; 
toxoids, such as diphtheria and tetanus; vaccines, including 
attenuated vaccines (such as those for cholera, influenza, 
meningitis. Yersinia pestis or plague, pneumonia, poliomyelitis, 
rabies, typhoid and staphylococcus) and live vaccines (such as 
those for poliomyelitis, measles, nibella and mumps); growth 
factors, hormones and like bioactive peptides, as illustrated by 
a-l-antitrypsin, atrial natriuretic factor (diuretic) , 
calcitonin, calmodulin, choriogonadotropin (a and fi) , colony 
stimulating factor, corticotropin releasing factor, /3-endorphin, 
endothelial cell growth supplement, epidermal growth factor, 
erythropoietin, fibroblast growth factor, fibronectin, follicle 
'stimulating hormone, granulocyte colony stimulating factor, 
.growth hormone (somatotropin) , growth hormone releasing factor 
"(somatoliberin). 

Also useful are insulin, insulin-like growth factor, 
(somatomedin), an interferon (typically a, /3, 7), an inter leukin 
(typically 1, 2, 3, 4), lutropin, lymphotoxin, macrophage derived 
growth factor, macrophage inhibiting factor, macrophage 
stimulating 1 factor, megakaryocyte stimulating factor, nerve 
growth factor, pancreatic endorphin, parathyroid hormone, 
platelet derived growth factor, relaxin, secretin, skeletal 
growth factbr, superoxide dismutase, thymic hormone factor, 
thymic factor, thymopoeitin, thyrotropin, tissue plasminogen 
activator, transforming growth factor (o and /3) , tumor necrosis 
factor, tumor angiogenesis factor, vasoactive intestinal 
polypeptide and wound angiogenesis factor; immunosuppressives, 
such as RhO (D) ISG and IVGG«s, thrombolytics such as \irokinase, 
streptokinase and tissue plasminogen activator; and antigens such 
as Rhus all (poison ivy) , Rhus tox poison ivy-polyvalent and 
staphage lysate (staphylococcus lysate) . 

Other polypeptides contemplated by this invention are 
_po4ypeptides_specifi.cally_intendfidL^to,3tet^rlna^ 

SUBSTITUTE SHEET 



wo 91/13100 



PCr/AU91/(H[H)71 



38 

vaccines, animal growth factors and bovine interferons and 
inter le\a3«:in-2 . 

Illustrative vaccines include: bovine vaccines, for example 
those for anthrax, clostridixam (multiple species), pasteiirella, 
leptospira pomona, bovine diarrhea, brucillosis, parainfluenza, 
3-respiratory syncytial virus, tetamus, vesiculaur stomatitis and 
staphylococcus; canine vaccines, for exas^le those for 
bordetella, coronavirus, distemper, paurvovirus, parainfluenza and 
rabies; equine vaccines, for example those for anthrax, 
encephalomyelitis, influenza, tetanus, rabies and streptococcus- 
strangles; feline vaccines, such as those for levikemia, 
pneumonitis-chlamydia and rabies; ovine vaccines, for example 
those for anthrax, blackleg, bluetongue, enter otoxemia , tetanus 
and vibriosis; and porcine vaccines, for example tbose for 
anthrax , enterotoxemia , dysentery , erysipelas , leptospirosis , 
parvovirus, pseudorabies , tetanus and rotavirus. 

Yet other polypeptides contemplated by this invention have 
use in immunology. These include monoclonal emtibodies, 
polyclonal smtibodies (\inconjugated) , second antibodies (alkaline 
phosphatase conjugated) , ixomunoglobulin screening and isotyping 
kits, protein A products and immunoassay reagents- Among the 
monoclonal antibodies are those approved for use in diagnostic 
kits, for example IgE, peroxidase-anti-peroxidase conjugated, 
himem chorionic gonadotropin, T cell, ferritin conjugated, 
carcinogenic embryonic antigen (CEA) , OKT^II, anti-reibies , human 
grow1:h hormone. Total T4, prolactin, 1251-IgE, UCG, thyroid 
stimulating hormone, chlamydia, gentamicin and rubella. Other 
useful monoclonal antibodies include monoclonal antibodies for 
h\aman cell surface antigens, monoclonall antibodies for murine 
cell surface antigens, monoclonal amtibodies to complement and 
blood proteins, monoclonal antibodies to immunoglobulins (human) , 
monoclonal antibodies to neurological antigens, monoclonal 
antibodies to tumor markers, monoclonal antibodies to cell 
components, Epstein Bcirr virus antigens, human lymphocyte emtigen 
(HIA) typing, hematology antibodies, leucocyte antibodies. 
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bacterial antigens, parasitic antigens, T-cell lymphotropic virus 
(HIV-III) and cytoskeletal antibodies. Useful polyclonal 
antibodies (unconjugated) include affinity purified antibodies 
to immunoglobulins, antibodies to plant viruses, antisera to 
htiman isoenzymes and chromatographically purified antibodies. 
Useful alkaline phosphatase conjugated second antibodies include 
affinity purified antibodies to immunoglobulins, antibodies to 
plant viruses , biotin-con jugated antibodies , f luorescein- 
isothiocyanate-conjugated antibodies (FITC) , gold-conjugated 
antibodies, peroxidase-con jugated antibodies , rhodamine 
conjugated antibodies and iodine-conjugated antibodies. 
Polypeptide immunoassay reagents include EIA grade enzymes, 
enzyme-antibody complexes , reagents for immunology, enzyme linked 
immunosorbent assays (ELISA) for use as standards or controls, 
' Immunoelectrophoresis (lEP) assays, radioimmunoassays (RIA) for 
.use as standards or controls, nephelometry for use as standards 
*or controls, nuclear antigens and coatings for kit tubes and 
plate wells. 

Other polypeptides contemplated by the present invention 
include polypeptides useful in cell biology /biochemistry , for 
example in serxm-free cultures (as supplements and reagents for 
cell culture) , in glycoprotein and carbohydrate research 
(endoglycosidoses, exoglycosidoses , enzymes for ceurbohydrate 
research, enzymes for analysis of glycoprotein oligosaccharides) , 
as molecular weight markers (calibration proteins, e.g., for gel 
permeation chromatography, subunit proteins) , proteases (for use 
in blood reseeirch, protein sequencing, tissue digestion and cell 
harvest, total digestion of proteins and immobilized proteases) , 
cell surface recognition proteins (adenosine and analogs, cyclic 
nucleotides, phosphoinositides) , phospholipases and 
bioluminescence assay reagents. 

Yet other polypeptides contemplated for use herein are 
polypetides of particular interest in the field of molecular 
biology, including various enzymes and reagents. The enzymes can 

inr 1^^^*=* ^ ^^^^ T T "g enzymes . jpa^dlfying — enzy mes, nucleases, _ 
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polymerases, sequencing enzymes and restriction enzymes. The 
reagents csm include inhibitors, emtibiotics and miscellaoieous 
other reagents. 

Preferred polypeptides for use in accord with the instant 
invention include growth regulators. Among the preferred growth 
regulators aore hematopoietic factors, which affect the maturation 
and proliferation of blood cells in lymphoid tissue and bone 
marrow; cytokines, which generally influence evOceuryotic cell 
growth; and lympholcines , which affect lymphocyte growth. 
Specific polypeptides which are growth regulators or lymphokines 
are: inter leukin 1, 2, 3 and 4; a, j3, and 7 interferons; 
granulocyte colony stimulating factor (G-CSF) ; granulocyte - 
macrophage CSF (GM-CSF) ; macrophage CSF(m-CSF) ; megeJceoryocyte 
CSF; multi CSF or IL-3 (also known as BPA, HC6F, MC6F and PSF) ; 
erythropoietin; lymphotoxin; tumor necrosis factor (TNF, also 
known as cachectin) ; a and transforming growth factor (TGF) ; 
platelet derived growth factor (PDGF) ; epidermal growth factor 
(EGF) ; nerve growth factor (NGF) ; insulin-like growth factor I 
and XX (XGF X is also called somatomedin C) ; growth hormone (GF, 
also called somatotropin) ; and growth hormone releasing factor 
(GHRF, also called somatoliberin) . See Clark et al., "The Human 
Hematopoietic Colony Stimulating Factors," Science, 1229-1237 
(June 5, 1987); Taniguchi, "Regulation of Cytokine Expression," 
Ann. -Rev. Xmm., 6, 439-464 (1988); and Watson et al., MolBcular 
Biology of the Gene, Vol. XI, 4th Ed., Benjamin/ Cummings 
Publishing (1987). 

Other preferred polypeptides for use in accordance with this 
invention are fusion proteins. Fusion proteins aire covalently 
linked proteins or portions of proteins. Thus, proteins or 
active fragments thereof having different purposes can be linked 
to provide a fused molecule having characteristics of both. 
Generally speaking, one of the proteins /protein fragments is a 
"seeker" and the other an "actor" or "destroyer". 

Illustr ative such fusion pro teins are pseudomonas exotoxin 
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linked to IL-2 , diphtheria toxin linked to IL-2 or either toxin 
linked to other proteins, or linkages between other proteins such 
as those preferred proteins descaribed in the preceding paragraph , 
or portions thereof. See United States Patent Nos. 4,545,985; 
4,468,382; and 4,675,382; all of which are incorporated by 
reference herein in their entireties and relied upon. 

Fusion proteins of IL-2 linked with toxin as described above 
are designed to kill cells with IL-2 receptors, thus find use in 
preventing graft-versus-host rejection. Other fusion proteins 
have varying utilities, depending on the proteins or portions 
thereof which are combined. Thus, for example. Substance P and 
a toxin form a fusion protein which can be used to relieve 
chronic pain, while a-melanocyte-stimulating hormone (MSH) and 
diphtheria toxin form a fusion protein designed to kill melanoma 
.cells . 

Yet other preferred polypeptides for use herein are muteins , 
which are mutationally altered proteins. Preferred muteins are 
muteins of the preferred growth regulators and fusion proteins 
identified in the preceding parjagraphs, and typically have the 
same purpose as the corresponding unaltered proteins. Especially 
preferred muteins include IL-2 muteins, described for example in 
United States Patent Nos. 4,752,585 and 4,518,584, incorporated 
by reference herein in their entireties and relied upon; and 
muteins of /S-jinterf eron, described for example in United states 
Patent Nos. 4,737,462 and 4,588,585, incorporated by reference 
herein in their entireties and relied upon. 

i 

It will be appreciated that the aforementioned polypeptides 
may be used in the form of inclusion complexes with any of the 
cyclodextrin derivatives described herein in the '359 
Application, or may be covalently bound to any such cyclodextrin 
derivative such that the covalent bond, when broken, will yield 
the polypeptide in useful form, e.g., a prodrug. 
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C. Amiodarone 

As discussed 2J90ve, advantageous compositions comprising 
amiodaxone have been formulated for both oral and intravenous 
administration. Using a 1:4 (amiodarone: j9-CDNSc) molar ratio, 
the solubility of amiodarone in aqueous solution was increased 
35 times. As seen from Examples 137 and 138 below, such 
compositions provided oral and intravenous delivery profiles 
which were improved in several respects. 

Accordingly, another embodiment of this invention comprises 
an inclusion complex comprising amiodarone included in a 
cyclodextrin derivative, or a cyclodextrin prodrug comprising the 
residue of amiodarone covalently bonded to a cyclodextrin 
derivative as described herein or in the *359 Application, or a 
pharmaceutical composition containing such inclusion complex or 
prodrug. Any of the aforementioned forms of pheon&aceutical 
compositions is envisioned, including those comprising carriers 
for teorgeted or prolonged delivery. Advantageously, the 
cyclodextrin derivative is of the formula CD-W-l^-ij, or CD 
- X - R^*- Q, which sure described above, including preferred 
groups . 

Piroxicam 

Another embodiment of this invention provides inclusion 
complexes and pharmaceutical compositions Piroxiccon and related 
non-steroidal anti— inflammatory drugs with cyclodextrin 
derivatives as described herein and in the *359 Application. 
Such compositions may improve the therapeutic performance of 
Piroxicam and related non-steroidal anti-inflammatory drugs, for 
example, through increases in their rates of dissolution and 
their solubilities as a consequence of their formulation with 
such cyclodextrin derivatives. These inclusion complexes and 
pharmaceutical compositions may also substantially reduce the 
irritation of the gastro-intestinal tract associated with the 
oral administration of Piroxicson and related non-steroidal anti- 
inf l€immatory drugs. Bioavailability may also be improved. 

-soBSTiTtrrE^Heer 




PCr/AU91/00071 



wo 91/13100 




PCr/AU91/00071 



43 

Embodimen-ts include compositions in which Piroxicam is 
included in a cyclodextrin derivative (e.g., p-amino 
cyclodextrin) using a 1:1, 1:2 or 1:4 molar ratio of Piroxicam 
to cyclodextrin derivative. Another embodiment comprises 
Piroxicam included in a linked cyclodextrin derivative using a 
1:1 mole ratio of Piroxicam to cyclodextrin derivative. In each 
of the embodiments there is formed a solid inclusion complex 
having a high wettability and solubility, and dissolves very 
rapidly to produce both the inclusion complex and free Piroxicam 
in solution. Other embodiments will be readily apparent. 
Examples 121, 122 and 129 below illustrate such formulations. 

D. Other Pharmaceutical Agents 

Inclusion complexes, prodrugs and pharmaceutical 
'compositions comprising many other pharmaceutical agents are also 
.within the scope of this invention. Such agents include 
*Ketoprofen, lorazepam, propranolol hydrochloride, amikacin, 
nadolol, etoposide, captopril, iopamidol, fosinopril, cefuroxime 
sodium, beclomethasone, labetalol hydrochloride, ranitidine, 
ceftazidime, cefuroxime, cefaclor, dobutamine, insulin, 
fluoxetine, nizatidine, diltiazem, terfenadine, nifedipine, 
glipizide labetalol, clotrimazole, betamethasone, flutamide, 
mometasone 'furoate, auranofin, cefonicid sodium, cimetidine, 
mupirocin, fenoldopam, amoxillin, clavulanic acid, nabumetone, 
ticarcillin | disoditim, ceftizoxime, carvedilol, oxfendazole, 
naproxen, aspirin, alprazolam, flubiprofen, glyburide, minoxidil, 
gemfibrozil,! acyclovir, naficillin, ampicillin, cephalexin, 
cephradine, carbidopa, ivermectin, timolol, norfloxacin, 
tocainide, cefoxitin, lovastatin, famotidine, enalalpril, 
enalaprilat, salmon calcitonin, human calcitonin, melphalan, 
chlorambucil, piromidic acid, biphenylylacetic acid, amphotericin 
B, B-lactam antibiotics, prostaglandins, and non-steroidal anti- 
inflammatory drugs such as tolmetin, indomethacin, fenoprofen^ 
piroxicam, pirprofen, Ibuprofeii, f Ivirbiprofen, mefenamic acid, 
sulindac and diflunisal, bendrofluazide, furosemide, diclofenac, 
cardizem, tamoxifen, sulfamethoxazole, amoxicillin, cinnarizine, 
~v4«poGeti-ne-,-43eiicsMlane.,„tiainuUB-_a nd carboplatin -p ropa no lgj^,, 
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chlorobu^atnol, hydrocor1:lsone, dicumarol, *kiamulin, prednisolone, 
and tes'tos'terone. 

£. cyclodextrins as Therapeutic Agents 

Surprisingly, it has been found that cyclodextrins are 
suitable for the control of treatment of metabolic disorders 
associated with compounds produced In viva through enzyme 
catalysis. For example, where a disorder results from the over- 
production of a physiologically active compound (e.g. , epilepsy) , 
and the production of that compound is enzyme-catalyzed, 
competitive binding of the substrate of the enzyme to a 
cyclodextrin can limit that over-production. Alternatively, 
encapsulation of the product of the enzyme-catalyzed reaction may 
limit the undesirable physiological effects of that compound. 
Other therapeutic benefit may be derived through maintaining a 
larger substrate pool by substrate binding to cyclodextrins 

One etrea ^ere this approach has considerable benefit is in 
the treatment of metabolic disorders associated with the in vivo 
production of the catecholamine neurotreuismitters , noradrenaline 
and adrenaline, from tyrosine. Cyclodextrins and derivatives 
thereof, including those described herein and elsewhere, used for 
this purpose could be administered by injection. 

Because cyclodextrins may encapsulate free drug, it is 
possible to intravenously administer cyclodextrins and 
derivatives thereof in accordance with this invention and the 
•359 Application intravenously to encapsulate or "mop up" drugs 
or toxins in the circulation and to release them at a slower 
rate. For example, it might be determined that the 

antineoplastic drug Helphalan, \^ich is known to be encapsulated 
by cyclodextrins and derivatives thereof, may be in too high a 
concentration in a patient. If cyclodextrins or derivatives 
thereof were given in large amounts intravenously, -they could mop 
up excess Melphalan, free Melphalan in the circulation and 
potentially decrease the circulating eunount of free material. 
*niis could le^^ to a step wherein then cycl odextrins or 
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' derivatives thereof could be removed from the circulation. 
V, SYNTHETIC PROCEDURES AND INTERMEDIATES 

This section provides synthetic procedures for preparing 
various cyclodextrin derivatives and intermediates which can be 
used in accordance with this invention. For a detailed 
discussion of additional synthetic procedures and intermediates 
which may also be used, the reader is invited to review the *359 
Application, and particularly Section IV. entitled "Synthetic 
Procedures and Intermediates" and the references cited therein. 

A. Preparation of CD«-W«-R-L Compounds 

As discussed above, one particularly useful group of 
cyclodextrin derivatives is of the formula CD-W-R-L, wherein 

CD represents an otherwise substituted or unsubstituted 
cyclodextr in , 

W represents an optional, functional linking group such as 
amino, amide, ester, thioether, thioamide, thioester, etc., 

R is as described above for R^^ and represents an optional 
arm such as substituted or unsubstituted: alkyl, alkenyl, 
alkynyl, cycloalkyl, cycloalkenyl, cycloalkynyl, aryl, heteroaryl 
and heterocyclyl , and 

li represents an optional group selected from reactive, 
charged , polar or associating groups , e.g., cunino , carboxyl , 
hydroxy 1, sulfonate and phosphate. 

One preLerred group of compounds within the above formula 

i 

comprises cyclodextrin derivatives in which R represents alkyl 
groups of from 1-3, 1-6, and 1-10 carbons. Those of from 10-2 0 
comprise another preferred group, and those of greater than 20 
carbons comprises yet another preferred group. Yet another 
preferred group comprises cyclodextrin derivatives in which L 
represents a negatively charged group, for example carboxyl, 
hydroxy 1, sulfonate and phosphate. Yet another preferred group 
comprises cyclodextrin derivatives in which W is amino, amide or 
ester . 
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Compounds of the formula CD— W— R-L have several uses. They 
can be used as hosts for advsuitageous inclusion complexes, such 
as 1:hose described above for amiodarone. They may also be used 
as intermediates for prepsoring other cyclodextrin derivatives 
including those in which a useful agent is covalently boiind to 
the cyclodextrin such that the bond, when broken, will yield the 
agent in an active form. Generally, in such cases L will be a 
ftinctional group such as amino, caarboxyl or a sulftir-containing 
group. 

Several methods for maiking compounds of the general formula 
CD-W-R-L, as defined above, aire disclosed in the ^359 
Application, and particularly sxibsections D-H of Section XV. 
Those subsections disclose processes for preparing pendant -arm 
cyclodextrins, including those linked by amines (subsection E) , 
sulfur (subsection F) , ester (subsection G) , and amide 
(subsection H) . 

B* Preparation of CD-X-R-Q Compounds 

Also as discussed above, a particularly useful group of 
compoxxnds within ^e CD-W-^R-Ii genus are those having the formula 
CD-X-R-Q , wherein : 

X represents - N- C- or --S-C- 

L II II 

R^ O O 

R is as described above for R^, and advantageously 
represents a group such as substituted or unsubstituted: alkyl, 
alkenyl, alkynyl, cycloalkyl, cycloalkenyl, cycloalkynyl , aryl, 
heteroaryl and heterocyclyl , and 

Q is a carboxylic acid group or a carboxylic acid group 
derivatized to undergo substitution, e.g., acid chloride, acid 
anhydride or ester. 

Where Q is a carboxylic acid group, such compounds are 
particularly useful as hosts for inclusion complexes (e.g., with 
amiodarone) . Where Q is a caarboxylic acid group derivatized to 
undergo substitution, e.g., acid chloride, acid anhydride or 
tester , -then- su^— -c ompounds -are— iiighly reactive- intei 
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useful for preparing other pendant eonn intermediates, and 
cyclodextrin derivatives in which a useful agent is covalently 
bound to the cyclodextrin such that the bond, when broken, will 
yield the agent in an active form (e.g., prodrugs). More so, 
however, this intermediate is extremely useful for preparing 
asymmetric linked cyclodextrins in which the cyclodextrins are 
different (a, /S, 7) and/or differently substituted, e.g., primary 
versus secondary. In such instances, the intermediate can then 
be reacted with a different amino- or thiol -substituted 
cyclodextrin to yield the asymmetrical linked cyclodextrins. 
This is particularly useful where it is desired to link a primary 
carbon of one cyclodextrin to a secondary carbon of another 
cyclodextrin • 

When Q is a derivatized carboxylic acid, the intermediate 
is highly reactive and should be either used directly or freeze 
dried and store crystalline in cold. Alternatively, the 
intermediate can be hydrolyzed to the free acid which is stable 
indefinitely, and which can be reactivated if desired. 

Compounds of the formula CD-X-R-Q can be prepared by 
reacting an amino cyclodextrin (CD-NHj) or a cyclodextrin thiol 
(CD-SH) with a dicarboxylic acid that has been derivatized to 
undergo sxibstitution. To an extent, this process parallels the 
reaction for preparing linked cyclodextrins described in scheme 
5 in subselction IV.J. of the '359 Application entitled 
"Preparation of Linked Cyclodextrins." It has been discovered, 
however, that by controlling the process parameters such as time 
and the molar ratio of reactants, the production of the desired 
product , i.e., the derivative CD-X-R-Q , or the linked 
cyclodextrins can be optimized. (See also subsection IV. H. of the 
•359 Application entitled "Preparation of Cyclodextrins 
substituted With Pendant arms Linked via an Amide" for examples 
of carboxylic acids derivatized to undergo substitution.) 

For example, using the m-nitrophenyl diester of succinic 
^acid- . .a-s^ -^he;^ :dicarboxy.lic — eua-d~^erivatized , ^_to„^..mider.go.. 
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subs'kit:u1:ion, and 6^-amino-6^-deoxy-iS-cyclodext3rin as the amino- 
svLbstituted cyclodextrin, the reaction can be controlled such 
that the major products are either the succinate-linked 
cyclodextrins or the m-nitrophenyl ester of e'^-amino-e^-deoxy-s^- 
N ( 3 -carboxypropanoy 1 ) -jS-cyclodextrin . In general , the linked 
product will be predominant when the moleur ratio of amino 
cyclodextrin to derivatized dicarboxylic acid is at least about 
2:1, and the reaction is allowed to proceed for several days at 
room temperature. If however, the molar ratio is about 1:1 or 
less, or the reaction is allowed to proceed for only a few hours, 
the predominant product will likely be the non-linked derivative. 
Guidelines for preparing and optimizing yields of the linked and 
non-linked products cure provided in Examples 58-65 below. Of 
course, a skilled artisan may also vary other parameters suc]^ as 
reaction temperature, pressure, etc. , and such modifications are 
well within the scope of this invention. 

Alternatively, the free acid form, i.e., where Q is the 
carboxylic acid, can be directly obtained, for example, by using 
as the derivatized dicarboxylic acid reactant an anhydride such 
as succinic anhydride. This intermediate form is stable 
indefinitely, and can subsequently be activated, e.g., by making 
a p-nitrophenyl ester, to undergo sxibstitution • 

C« Preparation of Linked Compounds 

Thus, provided herein and in the '359 Application are 
several preferred methods for preparing linked compoiinds. Inter 
alia, where it: is desired that the cyclodextrins be linked by 
ester-containing linking groups, or where a symmetrical linked 
cyclodextrin is desired, then the process described in scheme 4 
in subsection IV. J. of the '359 Application entitled 
"Preparation of Linked Cyclodextrins" can be used. Where, amide 
or thioamide linkages are desired, or where an asymmetrical 
linked cyclodextrin is desired, the reactions described above can 
be employed. It has been found that in order to obtain high 
yields of the linked cyclodextrins, amine derivatives should be 
_PJft?:4?i^.^ to A- high degree before the next step in the synth esi s. 
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Purification of the linked product may be accomplished using 
Sephadex. 

It has been discovered that the reaction rate for forming 
linked cyclodextrins also depends upon the cyclodextrin annulus 
size and the length of the linking group. This is believed to 
be due, at least in part, to the ability of the linking group to 
••fold" back and include in the cyclodextrin cavity, thereby 
obscuring the reactive group. Thus, it is believed that shorter 
linking groups will be less likely to fold back and include back 
into the emnulus and obscure the reactive group. This correlates 
with the observations that cyclodextrins linked by oxalate have 
a faster reaction rate than if linked by will malonate, which is 
-in turn faster than if linked by succinate, etc. 

Similarly, it is believed that the saaae general phenomenon 
■ accounts for longer reaction times for linking ^-cyclodextrins 
compared with o-cyclodextrins. The larger annulus of the fi- 
cyclodextrin permits more inclusion than the smaller a- 
cyclodextrin annulus. Therefore, assuming everything else equal, 
a-cyclodextrins will produce linked species faster than ^- 
cyclodextr ins , etc . 

D. preparation of Secondary Junino-Deoxy-Cyclodextrins 

Several possible synthetic routes for preparing secondary 
amino-deoxy|cyclodextrins are provided below. For purposes of 
illustration, the syntheses will be discussed using secondary m- 
nitrobenzensulfinyl-a-cyclodextrin as a key intermediate. 
However, those skilled in the art will appreciate that 
cyclodextrins substituted with other leaving groups such as 
tosylates and iodides can be similarly used as a satisfactory 
intermediate. The choice of preferred intermediate may well be 
dictated by the ease of its preparation and purification. For 
example, rujita et al. J. Am. Chem. Soc. 1985, 107, 3233 prepares 
2A-o-m-nitrobenzenesulf inyl-a-cyclodextrin in good yield and also 
prepares (J. Am. Chem. Soc. 1986, 108, 2030) 3*-O-0- 
-naphthfitl-eBe&ul^f-inyJ^/S-cyc^^ A_pr;ef-err^^ 
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reagent: can be found *to subs'ti'tu'te , viUi a leaving group, the 
cyclodextrin of choice at the carbon of choice, to prepare in 
optimal yield a suitably cyclodextrin intermediate. This 
-intermediate can be purified by the surprisingly highly efficient 
reverse phase chromatography procedure disclosed in the *359 
Application. 

!• Preparation of a Secondary Amino-Deozy- 
Cyelodextrins From C2 Substituted Cyelodeztrin Xntexmedlates 

Cyclodextrin manno epoxides can be prepared as described by 
the method of Breslow et al. J. Am. Chem. Soc. 1983, 105, 1390. 
For example, z'^-m-nitrobenzenesuf inyl-a-cyclodextrin is treated 
with base and heated to give a-cyclodextrin manno epoxide in good 
yield. Best results axe obtained if the stairting materials 'are 
pure. Purification of the epoxide is easily effected by 
Sephadex^ chromatography. Subsequent treatment of the manno 
epoxide with ammonium hydroxide or ammonia leads to a 3^-amino* 
3^-deoxy-cyclodextrin where the stereochemistry at both C2 and 
C3 of the substituted glucose has been inverted from the normal 
cyclodextrin stereochemistry. Purification of the product using 
standard technicjues, for example, Sephades^ chromatography is 
effective . 

The cyclodextrin manno epoxide need not be isolated. 
Treatment of 2^-m-nitrobenzenesulf inyl-a*cyclodextrin with 
ammonium hydroxide effects both the formation of the manno 
epoxide and the subsequent formation of the inverted 3^-amino-3^- 
deoxy-cyclodextr in . Treatment of 2^-m-nitrobenzenesulf inyl- 
cyelodextrins with azide ion (for example, sodixim azide in water) 
in a manner similar to that described in the preparation of 6^- 
azido-e'^-deoxy-cyclodextrin in the •359 Application will provide 
2'^-azido-2'^-deoxy-cyclodextrins in good yield. Reduction of the 
azide with, for example, hydrogen over palladium will yield 2^- 
amino-2^-deoxy cyelodextrins. In this case, the stereochemistry 
of the substituted glucose remains unchanged. 
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2 . Preparation of Sscondary auaiao-dooKy-Cyclodextrins 
from C3 Substituted Cyelodeztrin intemediates 

In this synthesis, 3*-0-^-naphthalenesulfinyl-^-cyclodextrin 
can be treated with base and heated to give /8-cyclodextrin alio 
epoxide. This procedure is similar to that described above for 
preparing the manno epoxide. Conditions and methods of 
purification of the manno epoxide. Conditions and methods of 
purification are also similar. Treatment of the epoxide with 
ammonium hydroxide or with ammonia leads to a 2^-amino-2A-deoxy- 
cyclodextrin where the stereochemistry at both C2 and C3 of the 
sxibstituted glucose has been inverted from the normal 
cyclodextrin stereochemistry. Purification using Sephadex* 
chromatography will prove effective. Again, the cyclodextrin 
.alio epoxide need not be isolated. Treatment of 3^^-^- 

" naphthalenesulf inyl-/S-cyclodextrin with ammonium hydroxide 
effects both the formation of the epoxide and the subsequent 

■ formation of the inverted 2*-amino-2^-deoxy-cyclodextrin. 

The following Examples are provided only to illustrate 
various embodiments of this invention, and do not in any manner 
of pilot plant scale quantities of cyclodextrin derivatives are 
incoiTporated herein by reference. 



The procedures, equipment and instruments used in Examples 
10 to 74 werje as follows. 

Thin layer chromatography (t.l.c. ) was performed using 
Kieselgel 60 F254 (Merck) on aluminium backing plates. Running 
solvents used were: solvent A, 14:3:3 butanone-methanol-water ; 
solvent B, 1:8:1 chlorof ormacetic acid-water; solvent C, 14:3:3 
ethyl acetate-methanol-water. Visualization was achieved by 
dipping the plate in either a solution of diphenylamine (O.i g) , 
aniline (0.5 ml) and 85% phosphoric acid (1 ml) in acetone (10 
ml), or a solution made up of 10:1 acetone - 15% sulfuric acid; 
and heating to char the spots. 



High Perfi?rT"'n^«> T.ir p i jri phr-omatog raphy . fJiP_ItCi)-_iwas_sarr:i^- . 
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out: wi-bh a Wa-ters Model 510 solven*t delivery sys-ben coupled bo 
a Wa-ters Model 410 differential ref ractoneter • Unless otheirwise 
specified the column used is a Waters 3.9 300 sm Caxbohydrate 
Analysis column ajid was 3run at 1.5 ml.min'^. Infra-red spectra 
were recorded on a Jasco A102 grating spectrophotometer, a 
Hitachi 270-30 spectrophotometer or a Perkin-Elmer Model 1720 
Fourier Transform spectrophotometer. Szunples were prepared as 
either their Nujol mulls between sodiiim chloride plates, or as 
part of a KBr disc. Mass spectra were recorded on a V6 ZAB 2HF 
mass spectrometer using the FAB technique with Xe or Ar as the 
collision gas* The samples were dissolved in H2O or DMSO and 
introduced into the spectrometer in a glycerol matrix. For some 
samples it was necessary to add a small quantity of 
trif luoroacetic acid (TFA) to produce an adequate spectrum.' 
N.m.r. spectra were recorded on a Vaorian T60 or Bruker CXP300 
spectrometer and ^^C n.m.r. were recorded on a Bruker CXP300 or 
WP80 spectrometer. Solvents andi internal stauidards are mentioned 
individually within the text. All n.m.r. samples were dried 
overnight in vslcuo over P205. Melting points were determined 
using a Reichart melting point apparatus and are uncorrected. 

Where multi-O-p-toluenesulf onyl substituted cyclodextrin 
derivatives are mentioned in these examples it shoiild be noted 
that the exact niu&ber and position of substituted hydroxy Is is 
unknown, unless otherwise stated. 

Pyridine was dried by storing over freshly activated Ak 
molecular sieves. p-Toluenesulf onyl chloride was purified 
according to Vogel, Textbook of Organic Chemistrv , 4^ Ed. , p. 317 
and stored in a vacuum desiccator over phosphorus pentoxide. a- 
Cyclodextrin (a-CD) was supplied by Sigma Chemical Co. or Nihon 
Shokuhin Kako Co. and contained 3% water. /S -Cyclodextrin ()8-CD) 
was supplied by Nihon Shokuhin Kako Co. and contained 10% water. 
iS-CD was stored in v&cuo over phosphorus pentoxide to constant 
weight before use. It may also be preferred to dry a-CD before 
use in the same maimer. Other cyclodextrin derivatives, if 
rjagiair,^ jji^ gmhy^roug^ .f^ be. ^,i^d sipilairly, J, 
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EXAMPLE 10 

eA_Q.p_^Q2.uenesulfonyl-a-cyclodextrin <a-CDOTs) 

a-CD (8.0 g) was dissolved in pyridine (800 ml) by gentle 
warming and shaking. p-Toluenesulfonyl chloride (8.0 g) was 
added in one portion and the solution stirred at room temperature 
for 2 hours. The solution was poured onto a miscture of ice cold 
6:1 acetone - ether (6 1) and a fine white precipitate formed 
which was allowed to settle over 1 hour. Most of the supernatant 
was decanted and the solid collected by gravity filtration 
(Whatman N» 1 filter paper) . The filter cake was washed with cold 
acetone (100 ml in portions) and allowed to air dry overnight to 
give 6.6 g of crude product. T.l.c. (solvent A) of the crude 
product showed: Rc (relative to a-CD), a-CD, 1; a-CDOTs, 1.5; a- 
.CD(0Ts)2, 1.75. HPLC of the cjrude product using a 70% CH3CN-H2O 
eluant showed: t^ (Relative to a-CD), o-CD(OTs)2, 0.38; a-CDOTs, 
. 0.52; o-CD, 1. 

The crude product (6.6 g) was dissolved in 30% aqueous 
methanol (100 ml), filtered and loaded via the pump onto a 19 x 
150 nmi C,8 /i-Bondapack HPLC column. This was eluted with 30% 
aqueous methanol at 15 mLmin^Vand gave pure fractions of o-CD 
(0 - 35 minutes) and a-CDOTs (1.83 g, 45 - 120 minutes). This 
separation procedure is unexpectedly very effective for up to 8 
g quantities of the crude product. The column was washed with 
several column volumes of methanol to elute multi-O-p- 
toluenesulfcjnyl substituted cyclodextrins . 

FAB MS M+H* requires 1127, found 1127; M+Na* requires 1149, 
found 1149. *H n.m.r. (DgDMSO, CDCl,; TMS standard) S„ 2.45, CH3; 
3.2 - 5.7, 59H, 7.4 - 7.8, C^. "C n.m.r. (D^DMSO) 5c 25.25, 
64. 03, 73. 04, 73.73, 75 . 72 , 76.1,, 77. Ij, 77 . 33 , 85 . 6,, 86. 15, 105.6,, 
106. 05, 131.74, 134.0,, 136.54, 148. 9o. 
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EZMfPLE XX 
6^-Azido-6^->deoxy*o-eyclodezt:rxn (a*CDli^) 

a-CDOTs (540 mg) and sodivm azide (540 ng) were dissolved 
in water (54 ml) and the solution heated on a boiling water bath 
for 90 minutes. The solution was concentrated in vacuo to 
approximately 1.5 ml and 1,1,2,2-tetrachloroetheuie (TCE, 0.25 ml) 
was added. After vigorous shaking the mixture was left to stand 
in ice for 10 minutes. The resulting precipitate was collected 
by centrifugation (3000 rpm, 5 minutes) and washed with ice cold 
water (2 x 1.5 ml) . The precipitate was resuspended in water (54 
ml) and heated on a boiling water bath to release TCE which was 
removed by pipette. The solution was dried In vacuo to give a- 
CDN3 (410 mg) • T.l.c. (solvent A) showed: Rc (relative to a-CD) , 
a-CDNa, 0.72. HPLC using a 75% CH3CN-H2O eluant showed: - t^ 
(relative to a-CD) , a^CDH^, 0.64. 

FAB MS M+H+ requires 998, found 998; M+Na* recpiires 1020, 
found 1020. 2104 cm-*. *H n.m.r. (DpHSO, CDCI3; TMS 

standard) 3.2 - 5.7, 59H. n.m.r. (DfiDHSO, CDCI3, TMS 

standard) Sc 53.0, 60. 43, 70.58, 72. 14, 72.33, 73.4or 82.18, 83. Og, 
102. Iq. 

Examples 12 and 13 Illustrate alternative syntheses tor 
preparing e'^-amino^e^^deoxy-a^cyclodextrin . 

EXAMPLE 12 

e^-Amino-e'^-deoxy-a-cyclodextrin (a-CDNH^) 

a-CDNa {3 g) was dissolved in water (90 ml) amd palladiiim 
black (90 mg) was added. The mixture was shaken on a Parr 
hydrogenator tander hydrogen (30 psi) at room temperature 
overnight. After venting the hydrogen, TCE (0.1 ml) was added 
to the mixture which was then shaken until an emulsion was 
obtained. After standing for 1 hour the solution was filtered 
(Whatman W 1 filter paper) and the clear colorless solution was 
evaporated to dryness to give a-CDNHj' (2.84 g) . T.l.c. (solvent 
A) showed: Rc (relative to a-CD) , a-CDNHz, 0.3. HPLC using a 
7^% CH3®^-H20--eluatf%t -showed^ {relafeive-to a**^) 7 - e?*^ 
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FAB MS M+H* requires 972, found 972; M+Na"^ requires 994, 
found 994. n.m.r- (DjO) 3.0 - 5*2, 42H. ^^C n.m.r. (DjO; 

dioxane standard) 5c 42.Bo, t, 61. 7i, 73. 2i, d, 12.1^, 74.73, 
82.55, d, 84.37, d, 102. So, d. 

VSXSBUi 13 

a-CDOTs (1.0 g) was dissolved in dry N,N-diiiiethylf ormamide 
(DMF, 50 ml) in a 400 ml pressure vessel. Condensed ammonia (100 
ml) was added carefully and the vessel sealed. The pressure 
increased to 150 psi as the reaction mixture warmed from -33 «C 
to 22 *C (room temperature) . The reaction mixture was stirred at 
room temperature for 3 days. The ammonia was vented off and the 
DMF solution was dried ±n vacuo. The residue was dissolved in 
-water (10 ml) and evaporated in vacuo to dryness twice to remove 
any residual DMF. The residue was dissolved in 20% aqueous 
ammonia (10 ml) and dropped into acetone (200 ml) . The 
precipitate was collected by vacutim filtration and rinsed with 
acetone (5 ml) and ether (5 ml) to give 670 mg of white powder. 
T.l.c. and HPLC showed a spot and peak corresponding to a-CDNHj. 

EXI^LE 14 

eA-0-p**Toluenesul£oB7l<-/}-cyclodextri& (^-CDOTs ) 

/?-CD *(13 g) was dissolved in pyridine (100 ml) . p- 
Toluenesulfonyl chloride (1.7 g) was added over a period of 45 
minutes with stirring, and the clear solution allowed to stand 
at room temperature overnight. The pyridine was removed in vacuo 
and the resulting oily residue triturated with acetone (100 ml) • 
The solid residue was separated by filtration and dissolved in 
boiling water (50 ml) . After cooling, the precipitate was 
separated by filtration, redissolved in the minimum amount of hot 
water (50 ml) and filtered hot to remove the less soluble /S- 
CD(OTs)2. The filtrate was cooled and the solid collected and 
dried, in vacuo over phosphorus pentoxide to give /3-CDOTs (4.5 g) . 
T.l.c. (solvent A) showed: Rc (relative to /3-CD) , /S-CDOTs, 1.6. 
HPLC using a 75% CH3CN-H2O eluant showed: tR (relative to jS-CD) , 
jS-CDOTs, 0.56. 
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FAB MS M+H* requires X289, found 1289; M+Na"^ requires 1311, 
found 1311. *H n.m.r. (D^MSO) 2.47, Me; 3.2 - 4.0, 4.2 - 5.1, 
69H; 7.6, 7.9, ABq, J^B = 2.2 Hz, ArH. n.m.r. (D^DMSO, DjO) 5c 

25. lo, 63. 9g, 75.84, 76.39, 76. 7^, 81. 9,, 82.4,, 82. 84, 85.6©, 105. 9g, 
133 . 52. 

EXAMPLE 15 

6^-Azido-6^-deoxy-j8-cyclodextrin (/S-CDN,) 

jS-CDOTs (2 9) and sodium azide (2 g) were dissolved in wat:er 
(60 ml) and ^e solutiion tiea-bed on a boiling wat:er bath for 90 
minutes • The solution was concentrated in vacuo to approximately 
10 ml. TCE (1 ml) was added and the mixture shaken to give a 
white precipitate. After stauiding for 60 minutes, the solid was 
collected by vacuum filtration, washed with small amounts of ice 
cold water (ca. 3x2 ml) and dried. The collected solid was 
heated in water (60 ml) until all of the product dissolved. O^he 
TCE was removed and the solution evaporated to dryness to give 
the crude product. Recrystallization from boiling water gives 
/3-CDN3 as clesir colorless crystals (1.4 g). T.l.c. (solvent B) 
showed: Rc (relative to jS^CD) , /S-CDN3, 1.4. HPLC using a 75% 
CH3CN-H2O eluant showed: t^ (relative to /8-CD) , /S-CDN3, 0.66. 

Found: N 3.57. C42He9N3034 requires: N 3.53%. FAB MS M+H* 
requires 1160, found 1160; M+Na'*' requires 1182, found 1182. 
2107 cm"^. *H n.m.r. (D^MSG) 3.2 - 5.9, 69H. n.m.r. 

(DfiDMSO) Sc 55.0, 63.9, 74.2, 76.2, 77.0, 85.5, 87.0, 105.9, 
106.8. 

Examples 16 to 18 illus-trate altema'tive syntheses for 
preparing S'^-amlnoS'^^deoxy-'fi-cyclodextrin . 

EXAMPLE 16 

6^-Amino-6^-deozy*/3-cyclodextrin (/3-CDMH2) 

/3-CDN3 (770 mg) was dissolved in water (150 ml) and 
palladium black (250 mg) was added. The mixture was sheiken (18 
hoiirs) at 30 psi on a Parr hydr ogenator • After venting the 
— hydrogen, -a small -voiume of-TCE -(O .^ -ml) was •added--t© the- mixture- 
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which was then shaken for 30 seconds. After standing for 15 
minutes the solution was filtered (Whatman N» 1 filter paper) and 
the clear colorless solution was evaporated to dryness to give 
/S-CDNHj (660 mg) . T.l.c. (solvent B) showed: Rc (relative to 0- 
CD), /3-CDNH2, 0.6. HPLC using a 75% CH3CN-H2O eluant showed: tg 
(relative to j8-CD) , /S-CDNHj, 1.27. 

Fo\ind: N 1.34. C42H7,H034 requires: N 1.24%. FAB MS M+H* 
requires 1134, found 1134. n.m.r. (D«DMSO) 3.0 - 6.1, 69H; 
8.0 - 8.3, NHj. "C n.m.r. (Dp; dioxane std) Sc 42.12, t, 61.26, 
t, 72.53, d, 72.85, d, 73.03, d, 74.06, d, 81.91, d, 82.10, d, 
83.13, d, 102.62, 102.80, d. 

EZ2^LE 17 

/3-CDOTs (340 mg) was dissolved in 0.880 ammonia solution (10 
■ml) and left standing at room temperature for 2 weeks. After 
* removing the ammonia in vacuo the residue was poured into acetone 
(50 ml) . The precipitate was collected by gravity filtration and 
dried in vacuo to give /5-CDNH2 (301 mg). T.l.c. and HPLC showed 
a spot corresponding to /S-CDNHj. 

EXAMPLE 18 

Anhydrous /S-CDOTs (1.0 g) was dissolved in dry DMF (50 ml) 
in a 400 ml pressure vessel. Condensed annonia (100 ml) was 
added carefully and the vessel sealed. The pressure increased 
to 150 psi as the reaction mixture warmed from -33 'C to 22 
(room temperatiare) . The reaction mixture was stirred at room 
temperature for 3 days. The ammonia was vented off and the DMF 
solution was dried xn vacuo. The residue was dissolved in water 
(10 ml) and evaporated in vacuo to dryness twice to remove any 
residual DMF. The residue (0.895 g) was dissolved in 20% aqueous 
ammonia (10 ml) and dropped into acetone (200 ml). The 
precipitate was collected by vacuum filtration and rinsed with 
acetone (5 ml) and ether (5 ml) to give 450 mg of white powder. 
T.l.c. and HPLC showed one spot and one peak corresponding to ^- 
CDNH2. 
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EXAMPLE 19 

6^-Aiaino-6^-deozy-/?-cyclo'deztrin hydroehleride t/S-CDKHgCl) 
Concentrated hydrochloric acid was added dropwise to a 
stirred suspension of /S-CDNHj (1 g) in water (5 lal) at 0"C \intil 
the solution reached -pH 2 (ca. 5 drops) . The cold solution was 
filtered through a plug of cotton wool into acetone (150 ml) and 
the precipitate collected by vacuum filtration and air dried to 
give 820 mg of a white powder. The crude salt was dissolved in 
water (10 ml) and left to stand in a sealed vessel also 
containing acetone (25 ml) . After 3 weeks at room temperature 
a white precipitate formed. This was collected by vacuum 
filtration, rinsed with acetone (20 ml) and ether (20 ml) €uid air 
dried to give /S-CDNHjCl (555 mg) . 

EXAMPLE 20 

2^-0-p-ToluenesulConyl-^->eyclodeztrin (^-2CDOTs) 
step 1: 3-Nitrophenyl p-toluenesulf onate (TsNP) can be 
prepared as follows. A solution of p-toluenesulf onyl chloride 
(1.91 g) and m-nitrophenol (1.39 g) in pyridine (10 ml) was 
stirred overnight. Ethyl acetate (50 ml) was added and the 
mixtvure washed with brine (2 x 50 ml) , dried over magnesium 
sulfate and concentrated In vacuo. The residue was 

recrystallized from ethyl acetate - petroleum ether to give brown 
crystals of TsNP (1.81 g) , m.p, 112 - 114»C. *H n.m.r. 2.5 
(s, 3H, <%); 7.3 - 7.9 (m, 8H, Ar-fi) . 

Step 2: Anhydrous /3-CD (7.02 g) was added to a solution of 
TsNP (1.81 g) in DMF (60 ml). Aqueous pH 11.5 carbonate buffer 
(0.2 M, 0.42 ml) was added and the mixture stirred at 60*C for 
1 hour. The reaction mixture was neutralized with 1 N 
hydrochloric acid and unreacted /8-CD was precipitated by the 
addition of acetone (500 ml) . The mixtiire was filtered, the 
filtrate concentrated to a small volume (ca. 3 ml) and acetone 
(100 ml) was added. The precipitate was collected by filtration, 
washed with acetone and dried to give the crude product (1.19 g) . 
HPIiC of the crude product using a 70% CH3CN-H2O eluant showed: t^ 
Relative, to- jS-CB). sa3^tv - O-lS^r #^-3CDC)TSt— O^^^ -g-^CDOTs ^ .tL^;^ 
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/3CD, i.O (Assignments of /8-3CDOTS and j8-2CDOTs may be 
interchangeable) . Each component was separated by preparative 
HPLC using a Cjg /i-bondapack coliunn to give respective yields of 
603, 27 and 175 mg. This e3q>eriment has been repeated a number 
of times where no material with tg 0.21 has been present. 

j8-2CDOTs: FAB MS M+H+ requires 1289 found 1289; M+Na* 
requires 1311 foiind 1311. *H n.m.r. (DtfDHSO) 2.51, Me; 3.2 - 
5.1, 5.6 - 6.1, 69H; 7.5, 7.9, ABq, = 8.3 Hz, ArH. "c n.m.r. 
(DtfDMSO) Sc 25. 13, 63.65, 73,26, 75. 5g, 76.0,, 76.33, 76.63, 76.99, 
83.62, 84. 9o, 85. 5o, 102. 09, 105. 67, 132.0,, 133.77, 148. 83. ^- 
3CDOTs: »H n.m.r. (D^DMSO) 2.38, Me; 3.3 - 5.0, 5.6 - 6.0, 

69H; 7.1, 7.5, ABq, J^b = 8.1 Hz, ArH. 

BZAHPLE 21 

2'*-Azido-6*-deoxy-/S-cyclodextrin (^-aCDNa) 

A solution of /5-2CDOTS (62 mg) and sodium azide (62 mg) in 
water (8 ml) was heated on a boiling water bath for 2 hours. The 
water was removed in vacuo and the resulting residue separated 
by preparative HPLC to give j8-2CDN3 (10 mg) . T.l.c. (solvent B) 
showed: Rc (relative to /S-CD) , ,|8-2CDN3, 1.37. HPLC using a 75% 
CH3CN-H2O eluant showed: tg (relative to jS-CD) , /S-2CDN3, 0.66. 
2116 cm-^ PC n.m.r. (DjO) Sc 60. 67, 61. 5«, 62.69, 70.9,, 72.7,, 



72'. 93, 73. 12, 
82.23, 101.9 



73. 5«, 74.0,, 74.39, 76.22, 78. 4g, 81. 07, 81.78, 82. 02, 
, 102. 3«, 102.57, 102.9s, 104.23. 



EZMlPIiE 22 

I 

2^-0- (3-Nitrobenzenesulf onyl) -a-cyclodextrin (a-2CDONs ) 

a-Nitrobenzenesulf onyl chloride (30 g) was added in one 
portion to a vigorously stirred solution of a-CD (3 0 g) in water 
(105 ml) , adjusted to pH 12 by addition of 2 M sodium hydroxide. 
When the solution became neutral (approximately 5 minutes) the 
mixture was gravity filtered (Whatman 1 filter paper) and the 
filtrate loaded onto a Sephadex® G-15 column. Elution with water 
gave the desalted a-2CDONs (33 g) . T.l.c* (solvent B) showed: 
(relative to a-CD) , a-2CDONs, 2.0. HPLC using a 70% CH3CN-H2O 
"" eluan t ^^sfiggw^tt'r^R — f-r^sct±v^-^cr-v^ 
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M+Na'*' requires 1180 fotind 1180. The part:ially piirified product 
(1.0 9) was dissolved in 15% aqueous iae1:li2mol (20 lal) , fillzered 
(0*22 iim) and loaded, via the pump, onto a 19 x 150 mm Cjg /x- 
Bondapack HPLC coluian. This was eluted with 15% ac[ueous ne-thanol 
at: 15 ml.min"^ and gave ptire a-2CDONs (25 - 35 minutes, 420 mg, 
42%) . n.m-r. (D^DMSO, 2* 6) 5„ 3.3 -3.9; 4.1-4.6, 6x OH; 4.8 
- 5.0; 6 X Cl-H; 5.4 - 5.8, 11 X OH; 8.0 - 8.8, ArH. n.m.r. 
(D2O) fic 61. 27, 61. 54, 68. Oo, 71.1^, 72.84, 73. 09, 73.29, 73. 82, 
74. 3r, 74. 5g, 81.26, 82.42, 82. 87, 99.83, 102.5 , 102.63, 124.46, 
130.57, 132.82, 135.81, 137.77, 149. 14. 

EXAMPLE 23 

Cyclodextrin epoxide from 2-0- (4-Nitrobenzenesulf onyl) -a<- 
cyclodextrin 

Pure a-2CDONs was stirred with a 10% aqueous ammohivm 
bicarbonate solution at 60**C overnight. The solvent was removed 
by distillation under reduced pressure to give a solid. HPIiC of 
the product using a 70% acetonitrile • water eluant showed: tj^ 
(relative to a-CD) , 0.39. FAB MS 954. 

EXAMPLE 24 

(2'^s , 3^B) *3'^-Amino-3^-deoxy-a-c7clodextrin (a-3CDM]B^) 

Desalted a-2CDONs (33 g) was dissolved in 33% ammonia 
solution (150 ml) and the solution was stirred at 60 overnight. 
The solution was concentrated In vacuo to 100 ml and cyclohexane 
(6 ml) added and the mixture stirred to precipitate a- 
cyclodextrin. The precipitate was collected by centrifugation 
and washed twice with cold water. The precipitate was suspended 
in water and heated to remove the cyclohexane. Removal of the 
solvent In vacuo gave a-SCDNHj (18 g) . T.l.c. (solvent B) 
showed: (relative to a-CD) , a-3CDNH2, 0.35. HPLC using a 70% 
CH3CN-H2O eluant showed: t^ (relative to a-CD) , a-3CDNH2^ 1.27. 
FAB MS M+H"*' requires 972, found 972. 

EXAMPLE 25 

Crude Q-cyclodextrin epoxide was dissolved in 28% eunmonia 
— -soiution-<1^4ftl>^ -T4ii&-«©lut^^ 6g-^ ovemi^tr-aiid 
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t;he solvent removed in vacuo to give crude 3-ainino-3-deoxy-a- 
cyclodextrin. This was purified by Sephadex G-15 chromatography 
using a water eluant. T.l.c. (solvent B) of the product showed: 
Rc (relative to a-CD) , 0,35. HPLC of the product using a 70% 
acetonitrile - water eluant showed: t^ (relative to a-CD) , 1.27. 

FABMS M+H* requires 972^ found 972. n.m.r. (DjO^ dioxane 

std) Sc 53.1, 61.3, 61.6, 61.8, 62.0, 70.5, 72.4, 72.8, 73.0, 
73.2, 73.5, 74.0, 74.3, 74.5, 77.1, 79.7, 81.1, 82.0, 82.5, 82.6, 
101.0, 101.6, 102.0, 102.5, 102.9, 103.1, 105.2. 

EXAMPLE 26 

3-Nitroben2enesulf onyl chloride (1.4 g) was added in one 
portion to a vigorously stirred solution of a-cyclodextrin (1.4 
g) in water (5 ml) , adjusted to pH 12 by addition of 2M sodium 
.hydroxide. After 5 minutes the mixture had become neutral and 
'unreacted S-nitrobenzenesulf onyl chloride was filtered off. The 
filtrate was diluted with water (5 ml) and ammonium bicarbonate 
(1 g) was added. The mixture was stirred at 60® for 4 hours. The 
water was evaporated in vacuo and the residue dissolved in 28% 
ammonia solution (10 ml) . This solution was stirred at 60 » 
overnight and the solvent removed in vacuo to give crude a- 
3CDNH2. T.l.c. (solvent B) showed: Rc (relative to oe-CD) , a- 
3CDNH2, 0.35. HPLC using a 70% CH3CN-H2O eluant showed: t^ 
(relative to a-CD) , a--3CDNH2, 1.27. FAB MS M+H* requires 972, 
found 972. 

EZAHPLE 27 

A solution of a-CDOTs (1 g) and sodium iodide (1 g) in water 
(100 ml) was heated on a boiling water bath for 2 hours. The 
solution was evaporated in vacuo. The solid was dissolved in a 
minimum volume of boiling water and allowed to recrystallize. 
Pale yellow crystals (490 mg) of a-CDI were collected. HPLC 
using a 70% CH3CN-H2O eluant showed: t^ (relative to a-CD) , ft-CDI, 
0.58. FAB MS M+H"*^ requires 1083, found 972; M+Na:* requires 1105, 

-—fmmn'^xtxs': ■ — — ^ — ^. — 
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EXAMPLE 28 
e^-Deozy-e^-iodo-^-eyclodextrlii (jS-CDZ) 

/5-CDOTs (100 mg) and sodium iodide (100 mg) were lxea1;ed 
together in DMF (1 ml) at 80^ C overnight. The solution was 
poured into acetone (10 ml) and the solid centrifuged down. 
After recrystallization from water (1 ml) the recovered solid 
shows only a single spot by t.l.c: Rc (relative to /8-CD) , /S- 
CDI, 1.57. FAB MS M+H* requires 1245, foiind 1245; M+Na* reqxiires 
1267, found 1267. 

EXAHPI.E 29 
2'^-O-Acetyl-a-cyelodextrin (a-2CDOAc) 

Step 1: 3-Nitrophenyl acetate (AcNP) can be prepaured as 
follows. Magnesium turnings (1.2 g) were added to a solution- of 
3-nitrophenol (6.95 g) , benzene (40 ml) and acetyl chloride (4 
g) amd the solution heated for 1 hour at 90 •C. The reaction 
mixture was diluted with ether and decanted from unreacted 
magnesium. The ether layer was washed successively with water, 
dilute NaOH and water. The orgEUiic layer was dried (Na2S04) and 
the solvent removed In vacuo to give AcNP. m.p. 55-56 *C. *H 
n.m.r. 2.4, s, 3H, &C-CO-; 7.4 - 8.4, m, 4H, ArH. Ue-o 1770 

cm**. 

Step 2: To a solution of a-CD (0.97 g) dissolved in a pH 
9.8 carbonate buffer (62.5 ml) was added 0.2 M AcNP in 
acetonitrile (4.65 ml). After stirring for 13 minutes, dilute 
HCl was added until the reaction mixture reached pH 4.9. The 
reaction mixture was cooled to room temperature and any phenol 
formed extracted with ether- The aqueous layer is concentrated 
In vacuo to yield a white powder- *H n.m.r. 2aialysis of this 
powder showed a-2CD0Ac to be present in an estimated 5% yield. 
Uc=o i734 cm"^ FAB MS M+Na* requires 1038, found 1038. 

EXAMPLE 30 
6^-0-Acetyl-a*oyclodeztrin (a-*CDOAc) 

A mixttire of a-CDOTs (1.13 g) and cesium acetate (0.19 g) 
in dry l^MF (S tbIt)- was-heated-at' lOO-^C -for -2^4- hour sv—^Kie'-r^acI^ 
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mixtvire was cooled and acetone was added until precipitation was 
complete. The precipitate was collected by vacuum filtration and 
washed with acetone. HPLC using a 70% CH3CN - HjO eluant showed: 
t^ ( relative to a-CD) , 0.22, 0.36, 0.62, 1.0. The component at 
t^ 0.62 was isolated by column chromatography using Sephadex® G- 
15 and 5:1 CH3CN - water eluant and was identified as a-CDOAc. 

FAB MS M+H"*" requires 1015 fovmd 1015; M+Na* requires 1037 
found 1037. Vcop 1735 cm**. *H n.m.r. (D^DMSO) 2.I, CH3, 3.1 - 
5.9, 53H. "C n.m.r. (DfiDMSO) 24.5^} 63.9^} 67 . Oq; 72.84, 76.06, 
77. 19, 86. Oj, 86.27, 105.55, 105.9,. 

EXAMPLE 31 
eA.Q.2^Q^^y]^.^.0y0Xodextrin (/3-CDOAc) 

jS-CDOTs (1*3 g) and cesixam acetate (0.6 g) were dissolved 
in DMF (10 ml) and stirred at 110 - 120«»C for 20 hours. After 
cooling the reaction mixtxire, excess acetone was added until 
precipitation was complete and the product was collected by 
vacuum filtration (yield 1.0 g) . Recrystallization from water 
followed by Sephadex® G15 chromatography (5:1 acetonitrile : 
water) of the crude product gave jS-CDOAc (0.4 g) . HPLC using a 
7 0%CH3CN- HjO eluant showed: t^ (relative to /8-CD) , )S-CDOAc, 0.6. 

Vc=o 1736 cm'^ FAB MS M+H"^ requires 1177 found 1177. *H 
n.m.r. (D«DMSO) 2.I, Me, 3.1 - 6.0, 69H. ^^C n.m.r. (DpMSO) 
5c 24.49, 63. 5j, 63.94, 67.32, C6A; 72. 8g, 76. 04, 76. 4j, 77. 03, 
85. lo, 85.6,, 85.65, 86.33, 105.93, 106. 45, 174. 73. 

EXAMPLE 32 

5A.2i«j^cetyl-6^-amino-6^-deoKy-a-cyclodextrln (a-CDNAc) 

To a solution of a-CDNHj (100 mg) dissolved in dry methanol 
(7.5 ml), was added acetic anhydride (1.5 ml) and the reaction 
mixtvire stirred for 6 hours. Water (1.5 ml) was added followed 
by acetone (20 ml) to precipitate the product. The precipitate 
was separated by filtration through fluted 50 qualitative 
Whatman filter paper and washed with acetone to give crude 
produclT (146 mg^^^ (solvent A) of the crude product 
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showed: Rc (relative to a^CD) , a-CDNHj, 0.7; a-CDNAc, HPLC 
of the crude product using a 75% CH3CN-H2O elusuit showed: t^ 
(relative to a-CD) , unknown, 0.6; a-CDNAc^ 0.9; a-CDNHs, 1.2. 

a-CDNAc was sepaurated by preparative HPLC. FAB HS H+H"^ 
requires 1014, found 1014; M+Na* requires 1036, foxind 1036. 

Examples 33 to 42 Illustrate prBparsttlon of pradirugs in 
which IbuprotBn (a-methyl-4- (2-methylpropyl) -benzejxB&cetic acid) 
or Naproxen (€^methoxy-a'-methyl^2-naphthaJ.eneacetic acid) are 
covaJLently bonded direclzly to a cyclodextrin tlirough ester 
linkages • 

EXAMPLE 33 

2^-0- (a-meth7l*4- (2-oiethYlpropyl) ^benzeneaeetyl) -a- 
cyclodextrin (a-2CDOIb) 

Step 1: 3-Nitrophenyl a-ittethyl-4-(2-iaethylpropyl) - 

benzeneacetate (IbNP) can be prepared as follows. A mixture of 
a— inethyl-4-(2-inethylpropyl)-benzeneacetic acid (1.03 g) auid 3- 
nitrophenol (0.70 g) were dissolved in dry ethyl acetate (100 
ml) . The solution was cooled to 0®C, N,N«- 

dicyclohexylcarbodiimide (1.68 g,) was added and the reaction for 
one hour. The reaction mixture was allowed to warm to room 
temperature and stirred overnight. Dicyclohexylurea was removed 
by filtration and the filtrate evaporated in vacuo to yield the 
crude ester as a glassy thick liquid (1.27 g) • This was purified 
by flash chromatography (Matrex Silica Gel 50 ^m) using hexane - 
ethyl acetate gradient elutions to give IbNP as an oil (1.08 g) . 
Uc^o 1760 cm*^. Found: C 69.77, H 6.60, N 4.32. C19H21NO4 
requires: C 69.71, H 6.47, N, 4.28%. EI MS found 327.14585, 
requires 327.14706. n.m.r. (CDCI3; TMS standard) o.91, d, 

(J 7 H2) , 6H, (CH3)2CH-; 1.62, d, (J 7 Hz), 3H, -CH3; 1.87, m, (J 
7 Hz), IH, (CH3)2CH-; 2.47, d, (J 7H2) , 2H, -CH^-; 3.97, q, (J 
7Hz), IH, H3C-CH, 7.0 - 8.1, m, 8H, ArH. "c n.m.r. (CDCI3) 

18.3, 22.3, 30.7, 45.1, 117.1, 120.5, 127.1, 127.8, 129.6, 129.8, 
136.5, 141.1, 148.6, 151.1, 172.4. 
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step 2: o-CD (0.97 g) was dissolved in a 1:1 mixture of 
aqueous NaOH (4 x lO"* M) - acetonitrile (80 ml). IbNP (0.33 g) 
in acetonitrile (10 ml) was added gradually with stirring, and 
NaOH (0.1 M) was added until the reaction mixture reached pH 10. 
After being left to stir for 100 minutes, hydrochloric acid (4 
N) was added to the reaction mixture until it reached pH 2. 
Chloroform (50 ml) was added to the reaction mixture and the 
organic layer was separated, dried (Na2S04) and the solvent 
removed In vacuo. Ether was used to dissolve the soluble 3- 
nitrophenol, leaving behind the crude product (0.2 g) . HPLC of 
the crude product using a 70% CHjCN-HjO eluant showed: tg 
(relative to a-CD) , 0.1, 0.15, 0.2, 0.25, 1.0. 

The component at tR 0.25 was purified by preparative HPLC 
and identified as a-2CDOIb. FAB MS M+H+ requires 1161 found 
1161; M+Na* requires 1183, found 1183. v.^o 1728 cm"*. 

EXAMPLE 34 

2A_o_ (0_aiethyl-4- (2-Bethylpropyl) -benzeneaeetyl) ) -jS- 
eyclodextrxB (/3-2CDOIb) 

/S-CD (1.14 g) was dissolved in a 1:1 mixture of aqueous NaOH 
(4 X 10-* M) - acetonitrile (100 ml). IbNP (Example 33, Step l; 
0.323 g) in acetonitrile (10 ml) was gradually added with 
stirring and NaOH (0.1 M) was added until the reaction mixttire 
reached pH 10. After being left to stir at room temperature for 
100 minutes, hydrochloric acid (4 M) was added to the reaction 
mixture until it reached pH 2.5. Water was removed by 
distillation at 40»C under reduced pressure. The solid was 
redissolved in water and filtered, and the filtrate extracted 
with ether to remove m-nitrophenol . The water was removed by 
distillation under reduced pressure to give a solid. Preparative 
HPLC of this solid using a 70% CHjCN-HjO enabled the p\irif ication 
of /S-2CDOIb: t^ (relative to fi-CD) , j8-2CDOIb, 0.65. 

FAB MS M+H"^ requires 1323, found 1323. Ve=o 1728 cm"' 
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EXUSSImB 35 

2^-o« ( (8) -6-metl&ox7-a*aetliYl-*2-naphthaleneaeet7l) -/S- 
eyelodextrln (/}-2CDONp) 

Step 1 : 3-Nita:ophenyl (S) -6-iBethoxy-a-inethyl-2- 

naphthaleneacetate (NpNP) can be prepared as follows. A mixture 
of (S)-6-inethoxy-a-metliyl-2-naphthaleneacetic acid (1.0 g) and 
3-nitrophenol (0.6 g) were dissolved in dry ethyl acetate (100 
ml). Tlie solution was cooled to O^C, DCC (1.0 g) was added and 
the reaction for one hour. The reaction mixture was allowed to 
warm to room temperature and stirred overnight. DOT was removed 
by filtration amd the filtrate evaporated ±n vacuo to yield the 
crude ester as a solid. The solid was dissolved in chloroform 
(5 ml) and ether (40 ml) emd filtered to remove any remaining 
DCU. The filtrate was evaporated In vacuo and the residue 
recrystallized from ether (6 ml) and hexane (40 ml) to give NpNP 
as a solid (0.88 g) . Mp 79*^C. Ug.o 1770 cm'^ Found: C 68.-11, 
H 4.82, N 4.03. C20HJ7NO5 requires: C 68.37, H 4.88, N 3.99%. EI 
MS found 351.11024, requires 351.11067. n.m.r. (CDCI3; ™S 

standard) i,71, d, {J 7 Hz), 3H, OT3CH-; 3.9, s, 3H, qHjO-; 
4.13, q, (J 7 Hz), CHjCgi-; 7.1-8.1, m, lOH, ArH. n.m.r. 
(CDCI3) 18-4, 45.6, 55.4, 105.7, 117.3, 119.3, 120.7, 125.9, 

126.2, 127.6, 127.9, 129.0, 129.3, 129.9, 134.0, 134.5, 151.1, 
157.9, 172.6. 

Step 2: To a solution of fi-CD (1.13 g) in aqueous DMF (10 
ml, 1:3) was added NpNP (0.351 g) and the reaction mixture was 
stirred at 100 • 110 ®C for 24 hours. After this time analysis 
of a portion of this mixtxire by HPIjC showed: t^ (relative to /8- 
CD), )S-2CDONp, 0.36; /8-CD, 1.0. The reaction was heated for a 
further 24 hours, the reaction mixture cooled and acetone was 
added until precipitation was complete. The precipitate was 
collected by gravity filtration (Whatman W 1 qualitative filter 
paper) and recrystallized from water to give a solid which was 
poorly soluble in water. HPLC using a 70% CH3CN-H2O eluant 
showed : t^ (relative to /S-CD ) , 0.36/ 1.00. 
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EXAMPLE 36 

6 A-o- ( a-methy 1-4 - <2 -mothylpropyl ) -benseneaeety 1 ) -a- 
eyclodeztrin (a-CDOIb) 

o-CDOTs (1 g) and potassium a-methyl-4-(2-methylpropyl) - 
benzeneacetate (600 mg) were heated in DMF (5 ml) at 100«»C for 
24 hours. The reaction mixture was cooled and acetone was added 
tintil precipitation was complete. The mixture was filtered and 
the solid was washed with acetone and collected. The product 
mixtiare was chromatographed on Sephadex® G15 and the major 
product (a-CDOIb) was isolated together with a small amount of 
o-CD (yield 0.7 g) . HPLC using a 70% CH3CH-H2O eluant showed: t^ 
(relative to a-CD) , a-CDOIb, 0.25. 

1728 cm->. FAB MS M+Na* requires 1183 found 1183; 
requires 1200 found 1200. n.m.r. (DeDMSO) 0-9 " 1-°' 

Mej; 1.4 - 1.5, d, (+)-Me, (-)-Me; 1.85 - 1.95, m, CHMe^; 2.5 - 
2.6, d, CH2; 3.2 - 5.8, 59H; 7.1 -7.4, ArH. "C n.m.r. (DpMSO) 
5c 22.52, 26.16, 33 . 54 , 48 . 0,, 48 . 22 , 63. Sg, 67. 0©, 68. Oo, 72 . 94, 
76.05, 77.16, 85.96, 105.9,, 131. 1,, 132 . 92, 141.72, 143 . 72, 171.72, 
183.57. 

The reaction Was repeated using sodium and cesium salts of 
a-methyl-4-(2-methylpropyl) -benzeneacetate to give the same 

product mixture. 

EXAMPLE 37 

6A.o„ (cj.Biethyl-4- (2-mothylpropyl) -benaeaeacetyl) -/3- 
cyclodextrin (/3-CDOIb) 

/S-CDOTs (200 mg) and the sodium a-methyl-4- (2-methylpropyl) - 
benzeneacetate (60 mg) were stirred and heated in DMT (2 ml) at 
100 «C for 20 hours. The reaction mixture was cooled and acetone 
added until precipitation was complete. The mixtxire was filtered 
and the solid was washed with acetone and recrystallized from 
water to give crude product. Two components -were isolated 
together by column chromatography using Sephadex® G-15 and 5:1 
acetonitrile - water as the eluant. HPLC of the crude product 
"iasi-ng™a^--^7^-~a€efe©ni=feEAl-e.-^ 
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/5-CD), 0.32 (/5-CDOIb-). 0*38 (j8-CDOIb+) • 

Ue«o 1735 caif^ FAB MS M+H+ requires 1323 found 1323; M+Na* 
requires 1345 found 1345. n.m^r. (D^DMSO) 6^ 0.9 - 1.0, 2 x 

d, 2 X Mej; 1.4 - 1.5, d, (+)-Me, (-)-Me; 1.85 - 2.0, m, CHMej; 
2.5 - 2.6, d, CHj; 3.0 - 6.0, 59H; 7.1 -7.3, ArH. n.m.r. 
(DfiDMSO) Sc 21.63, 22. 09, 26. lo, 26.23, 33. 60, 48.1o, 48.23, 63. 9o, 
76. Og, 76 . 44, 77. Og, 85. 65, 105.94, 131. Og, 132.93. The two isomers 
were sepeura'bed by preparative HPLC. FAB MS indicated that the 
two products were of the same mass, M+H"^ 1323, M+Na* 1345. 
n.m.r. allowed identification of each product as isomers of 
CDOIb. 

The reaction was repeated using potassiim and cesium salts 
of a-methyl-4-(2-methylpropyl)-ben2eneacetate to give the saiae 
isomeric mixture. 

EZMCPLE 38 

Methyl a*methyl«*4- (a-aethylpropyl) -benzeneaeetate (XbOHe) 

To a solution of a-methyl-4~(2-methylpropyl)*benzeneacetic 
acid (X.05 g, 5.1 mmol) in methanol (200 ml) was added thionyl 
chloride (0.8 ml). The mixture was left to stir at room 
temperature for 4.5 hours and the solvent removed in va,cuo. The 
residue was dissolved in dichloromethsoie (20 ml) and extracted 
with 0.25 M sodium bicarbonate (20 ml). The organic layer was 
dried (MgS04) and the solvent removed in vacuo to yield the 
methyl ester as a clear colorless oil (0.89 g) • 

i^niKc 1741 r 1513 cm*^. n.m.r. (CDCI3, TMS standard) 

0.896, d, 7 HZ, (Hl)^; 1.484, d, Jg^ 7 Hz , {H9)3; 1.843, 

heptet, 7 Hz, J23 7 Hz, H2; 2.4429, d, 7 Hz, H3; 3.652, s, 

(Hll)3; 3.696, q, Jg^j 7 Hz, H8; 7.093, 7.193, ABq of t, 8 Hz, 

Jax = Jbx = 2 H2, (H5)2, (H6)2. 

On addition of the chiral shift reagent, the tris[3- 
(heptaf luoropropylhydroxymethylene) - (+) -camphorato] derivative 
of Europium (Eu(hfc)3) , to i:he CDCI3 solution, resonances shifted. 
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H8 and H9 split into 2 quartets and 2 doublets respectively. 

EXAMFXiE 39 

(R) -tt-Methyl-4- (2-iftethylpropyl) -benzeneaeatic acid ( (R) - 
Zbuprpfen) 

Horse liver acetone powder (0.89 g) was added to a 
suspension of IbOMe (0.89 g, 4.04 mmol) in 0.2 M phosphate buffer 
(36 ml). The reaction was followed by t. I.e. (5% acetic acid, 
10% ethyl acetate, ^85% hexane) . Conversion of the 50% of the 
IbOMe (Rf 0.37) to Ibuprofen (Rf 0.15) appeared complete after 11 
hours. The reaction was quenched by adding 1 M hydrochloric acid 
until the solution reached pH 2. Ether (20 ml) was added to the 
reaction mixture and the two layers centrifuged (3000 r.p.m., 15 
minutes) . The solid collected at the interface of the organic 
'and aqueous layers and was separated by carefully decanting both 
.liquid layers- The organic layer was separated and the aqueous 
"layer re-extracted with ether. The emulsion formed was discarded 
and the aqueous layer kept. The combined ether layers were 
extracted with saturated sodium bicarbonate (2 x 15 ml) , dried 
(MgS04) and the solvent removed in vacuo to give aind oil (XbOMe, 
540 mg) • The aqueous layer was adjusted to pH 1 with 
concentrated hydrochloric acid and extracted with dichloromethane 
(2 X 20 ml) , dried (MgS04) and the solvent removed In vacuo to 
yield the resolved (R) -Ibuprofen (81 mg) . The enantiomeric 
purity of the (R) -Ibuprofen was confirmed by n.m.r- of its 
corresponding methyl ester (Example 40) in the presence of the 
chiral shift reagent Eu(hfc)3- H8 and H9 resonances shifted 
significantly and did NOT split. 

EZTkMFIiE 40 

gA^O- < (R) -a-methyl-4- (2-methylpropyl) -benzeneacetyl) -/S- 
cyclodextrin (/3-CDOlbR) 

Step 1: To a solution of (R) -a-methyl-4- (2-methylpropyl) 
benzeneacetic acid (Example 39, 80 mg, 0.4 mmol) in dry methanol 
(2 ml) was added cesixnn carbonate (70 mg, 0.22 mmol) in portions 
over a 5 minute period with stirring. The mixture was allowed 
H^o— stir ■^at--a?©©m-' t ..for^-a--^ f ur4:her., SS-^^minutes^ 
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dried in vacuo. The resulting green oily residue was twice 
dissolved In dry etlier (1 blI) and dried In vacuo. The oil was 
dried in vacuo over PjO, to give cesium (R) -ft-iaethyl-4- (2- 
methylpropyl) -benzeneacetate as a green oil (127 mg) • 

Step 2: To a mixture of cesium (R) -a-methyl-4- (2- 
methylpropyl)benzeneacetate (0.127 g) In dry DMF (2 ml) was added 
^-CDOTs (0.45 g,) . The mixture was stirred at 100 **C for 20 hours 
and allowed to cool. Acetone (3 ml) was added to the solution 
until precipitation appeared complete. The resulting brown solid 
was collected by vacuum filtration and suspended In hot water (2 
ml) . The white solid was collected by vacuum filtration and 
dried in vacuo over P2O5 to give iS-CDOIb- In yield 188 mg. HPLC 
using a 70% CH3-H2O eluant showed: t^ (relative to ^-CD) ,\ 
CDOIbR^ 0.32. 

EXAMPX.E 4X 

e^^^-o- ( (S) *6-aethox7-a*metli7l*2-naphtlialeneacetyl) 
cyclodeztrln (a-CD02ip) 

To a solution of a-CDOTs (1.13 g) In dry DMF was added 
cesium (S) — 6— methoxy— ce— methyl-2-naphthaleneacetate (0.36 g). The 
mixture was stirred at lOCC for 24 hours, cooled and acetone 
(150 ml) was added until precipitation was complete. The 
precipitate was collected by gravity filtration (Whatman ^P 1 
qualitative filter paper) and washed with acetone to give a solid 
which was poorly soluble In water. HPLC of the crude product 
using a 70% acetonitrlle - water eluEmt showed: t,^ (relative to 
a^CD) , xunknown, 0.2; a— CDONp, 0.27; a-CD, 1. The component at 
tji 0.27 was Isolated by column chromatography using Sephadex® c- 
15 and 5:1 acetonitrlle - water elU8mt and was identified as a- 
CDONp. 

Vc«o 1728 cm-^ FAB MS M+Na"*^ requires 1207 found 1207. *H 
n.m.r. (D^DMSO) 6^ 1.45 - 1.55, d. Me; 3.1 • 5.8, 62H; 7.2 - 
8.1, ArH. ^^C n.m.r. (D^DHSO) 5c 22. Sq, q; 48.2, 59.1©, g, ; 

63.89, "t; 67. 9o, t; 72.77,d, 76. 05, d, 77. Ij, d, 85.74, 85.87, 
86. 12, d, 105.61, -d, laS.Oor d, 109.6^, d, ,122.. 59, . d, 129.3^, d, 
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130. 3«/ d, 132.33, d, 133. 19, d, 137. 1«, d, 139.5,, s, 139. 7^, s, 
161. 12, S, 171.34, S, 177.81, S. 

EXUIPLE 42 

eA.Q. J (£) .6-Methoxy-a-metta7l-2-naplitlialeneaeetyl) - 
/S-cyclodeztrin (j8-CDOHp) 

TO a solution of /5-CDOTs (1.29 g) in dry DMF' (5 ml) was 
added the cesium (s) -6-methoxy-a-metliyl-2-naphthaleneacetate 
(0.36 g) . The mixture was stirred for i8 hotirs at 100 - llO'C, 
cooled and acetone added until precipitation was complete. The 
precipitate (2 g) was collected by gravity filtration (Whatman 
1 qualitative filter paper) and recrystallized from water. 
HPLC using 70% CHjCN-HzO as eluant showed: t^ (Relative to 0-CD) , 
4-CDONp, 0.28; fi-CD , 1. The component at t^ 0.28 was isolated by 

'column chromatography and 5:1 acetonitrile - water eluant and was 

.identified as /5-CDONp. 

u,., 1736 cm'. FAB MS M+H+ requires 1.347, fo\and 1347. 
n.m.r. (D^MSO) 1.45 - 1.55, d. Me; 3.0 - 6.0, 72H; 7.2 - 

8.0, ArH. "C nmr (D«DMSO) «c 22. 7^, Me; 48.23, CH; 59.1,, OMe; 
63. 5^, 63. 9o, C6»-'; 67. 60, C6\- 72.7,, 72.7,, 76. Oj, 76.38, 77 . Oo, 
85. 05, 85.55, 85.6,, 85.94, 105. 9^, 106.2,, 109. 67, 122. 5«, 129.4,, 
130.44, 130.62, 132.33, 133.23, 137 . 1^, 139.7,, 161.1,, 177.6,. 

Examples 43- SO illustrate preparation of prodrugs in which 
Ibuprofen (a-methyl-4-(2~methylpropyl)-benzeneacetic acid) or 
Naproxen (6-methoxy-a-metbyl'-2'naphthaleneacetic acid) is 
covalently bonded directly to a cyclodextrin through amide 
linkages . 

EXAMPLE 43 

6^-Deoxy-6^-M- (o-methyl-4- (2-methylpropyl) -benzeneacetyl) -o- 
cyeledeztrin (o-CDNIb) 

Step 1: a-Methy 1-4- (2-methylpropyl) -benzeneacetic acid 
anhydride (IbzO) was prepared as follows. o-Methyl-4- (2- 
methylpropyl) -benzeneacetic acid (1500 mg) was dissolved in dry 
ether ('6-0 ml) and DSe f^s^-mg)— was -added. -Insoluble DCU forms 
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immediately. After 1 hoxir the ether was removed In v&cuo and 
ethyl acetate (600 ml) was added to the residue. The product 
only slowly dissolved in ethyl acetate so sufficient agitation 
and time was recpiired to ensure solxibilization. The insoluble 
DCU was filtered off and ethyl acetate removed in vacuo to give 
IbjO (1.35 g) . 1703, 1747 dtt'^ n.m.r. (CDCI3) 

12H; 1.5, d^ 6H; 2.5, d, 4H; 3.8, q, 2H; 7.2, 8H. 

Step 2 : Q-CDNH2 (600 mg) was dissolved in dry methanol (13 
ml) and IbjO (1.3 g) added. The reaction was stirred at room 
temperature for 6 hotirs and water (20 ml) added. The mixture was 
stirred for a further 10 minutes and then filtered (Whatman 1 
filter paper) directly into acetone (200 ml) . The resulting 
precipitate was collected by gravity filtration and washed with 
acetone (2 x 20 ml) . The resultant solid was dried in vacuo to 
give both a-CDNIb and a-CDNHj (370 mg) . 

A portion of this material was passed through an Amberlite 
CG-120 (Type 1, 100 - 200 mesh) BDH ion exchange column, in its 
protonated form to remove a-CDNHj which was recovered by further 
elution with 4% ammonia solution. T.l.c. (solvent B) showed: Rc 
(relative to a-CD) , a-CDNIb, 1.4. HPLC using a 70% GHjCN-H^O 
eluant showed: t^ (relative to a-CD) , a-CDNIb, 0.45. FAB MS m+h"*" 
requires 1160, found 1160; M+Na"*" requires 1182, found 1182. 
Found: N 1.21. C4^77N03o requires: N 1.21%. 

*H n.m.r. and n.m.r. indicate an isomeric mixtxire of t:he 
a-CDNIb n.m.r. «h 0.87, J 7 Hz, Ke^, Hb^^; 1.34, J 7 Hz, 1.39, 
J 7 Hz, oMe (2 isomers); 1.84, m, J 7 Hz, 2.48, J 7Hz , 

(CH2)iBu; 3.2 -5.1, 60H; 7.23, q, ArH. n.m.r. (D^O, dioxane 

standard) 18. 5©, q, 18.85, q, 23. 3o, q, 30.92, 41. 24, t, 

41.53, t, 45.78, t, 46.7,, d, 47. 1^, d, 61. 59, t, 71.74, 72.92, 
73.28, d, 74.65, d, 82. 2o, d, 82. 5o, d, 84.O2, 84. 4o, 102. 7o, d, 
126.65, s, 128.28, d, 128.49, d, 130.68, 139.75, S, 140.0©, s, 

142. 2i, S. 
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EXMCPLE 44 

Anhydrous a-CDNHj (600 mg) was dissolved in dry DMF (13 ml) 
and triethylamine (TEA, 0.3 ml) and the IbjO (Example 43, Step 1; 
1.3 g) added. The reaction was stirred at room temperat\ire for 
6 hours and water (20 ml) added. The mixture was stirred for a 
further 10 minutes and then filtered (Whatman N» 1 filter paper) 
directly into acetone (200 ml) . The resulting precipitate was 
left overnight to allow total precipitation, collected by gravity 
filtration (Whatman N" 1 filter paper) and washed with acetone (2 
X 20 ml) . While still on the filter paper, the precipitate was 
dissolved in water and the resulting aqueous solution dried in 
vacuo to give a solid, shown by HPLC to be a mixture of a-CDNIb 
and a-CDNHj (370 mg) which may be purified as described in 
Example 43 . ' 

EXAMFI.E 45 

A solution of anhydrous a-CDNHj (0.195 g) and IbNP (Example 
33, Step l; 0.137 g) in dry pyridine (5 ml) was kept at room 
temperature overnight. The solution was evaporated under reduced 
pressure to leave a solid. This solid was triturated with ether 
(3 X 15 ml) to remove unreacted IbNP and other soluble materials. 
Water (2 ml) was added to the collected solid and evaporated 
under reduced pressure to remove any remaining pyridine. The 
solid was dried to give a yield of 0.23 g. This solid was 
dissolved in water (5 ml) and dropped into acetone (50 ml) . The 
mixture was cooled in ice and the precipitate collected by 
filtration and rinsed with acetone (5 ml) and ether (5 ml) . The 
solid was dissolved in water (5 ml), cyclohexane (0.3 ml) was 
added and the mixture stirred in an ice bath for 1 hour. The 
solid was separated in a centrifuge, rinsed with water (1 ml) , 
acetone (1 ml) and ether (2 x 1 ml) . The solid was suspended in 
water (2 ml) and heated to boiling. The solution evaporated 
■ under reduced pressure and dried to give a-CDNIb. 

EZMfPIiE 46 

To a solution of a-methyl-4-(2-methyipropyl)-benzeneacetic 
. ^..^.eia— (-8-* 5 -^g ) , --.ethy4~Ghloroformate^.4,.3„ingJ--and„Ti:A_J.4^2_JngJ_ 
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DMF (0.5 ml) was added o-CDNHj (10 mg) and the reaction mixture 
stirred at 80 for 24 hours. Water was added followed by 
acetone to precipitate the product. The precipitate was 
separated by filtration through fluted N* 50 cpialitative Whatman 
filter paper, washed with acetone and the solid collected and 
dried in vacuo to give a material with the same HPLC 
characteristics as a-CONXb. 



EXAMPLE 47 

6^-Amino-6^-deoxy-6*-H- (a-methyl-4- (2-methylpropyl) - 
benaeneacetyl) -^-cyclodextrin (/3-CDHIb) 

A mixtxjre of /S-CDNHj (845 mg) and IbjO (Example 43, Step 1; 
1700 mg) were dissolved in methanol (20 ml) and refluxed 
overnight. After cooling, the mixtiare was poured into acetone 
(100 ml) . The resulting precipitate was collected by gravity 
filtration (Whatxum N» 1 filter paper), washed with acetone ^d 
recrystallized from water to give /S-CDNIb (522 mg) . T.l.c. 
(solvent B) showed: Rc (Relative to /5-CD) , /J-CDNIb, 1.3. HPLC 
using 70% caiaCN-H,© as eluzmt showed: t^ (Relative to ^-CD) , /S- 
CDNHXb, 0.27. 

Ue^o 1651 cm-'. Found: N 1.09. C55H87NO35 requires: N 1.06%. 
FAB MS M+H* requires 1322 found 1322; M+Na+ requires 1344 found 
1344. n.m.r. (D«DMSO) £h 0*9 - 2.6, 12H; 3.0 - 6.1, 70H; 7.0 - 

7-4, 4H. "C n.m.r. (DeDMSO) fic 22 . 48 , 22 . 7,, 26. 14, 33 . 54 , 48 . 22, 
48.5,, 63. 80, 85.34, 85.54, 87.2,, 87. 60, 105. 85, 131. Oo, 132.62, 
143.0,, 143.4,, 143.63, 177.7,, 177.92. 

EXAMPIiE 48 

6*-Amino-6*-deoxy-6^-»- ( (S) -6-methoxy-a-methyl-2- 
naphthaleneaeety 1 ) -a-eyelodextr in ( a-CSmip ) 

Step 1: (S)-6-Hetho3ey-a-methyl-2-naphthaleneacetic acid 
anhydride (NpjO) was prepeored as follows. (S) -6-Methoxy-a- 
methyl-2-naphthaleneacetic acid (250 mg) was dissolved in dry 
ether (10 ml) and DCC (130 mg) was added. Insoluble DCU formed 
immediately. After 1 hour the ether was removed in vacuo and 
ethyl acetate (100 ml) added to the residue. The product, only 
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slowly dissolved in ethyl ace-ta-te so sufficient agitation and 
time was required to ensure solubilization. The insoluble DCU 
was filtered off and ethyl acetate removed In vacuo to yield 
NP2O. 1741, 1806 cm-*. *H n.m.r. {CDCI3) 1-2/ dr 3H; 3.8, 

q, IH; 3.95, s, 3H; 7.3, m, 6H. 

step 2: a-CDNHj (28 mg) was dissolved in dry methanol (0.65 
ml) and NpjO (60 mg) added. The reaction was stirred at room 
temperature overnight. Acetone was added until precipitation 
appeared complete. The resulting precipitate was collected by 
gravity filtration (Whatman N» 1 filter paper) and washed with 
acetone. The solid was collected and dried in vacuo. HPLC 
analysis showed two major and two minor products. The dried 
crude product was dissolved in 70% aqueous CH3CN (5 ml) and 
"chromatographed on Sephadex eluting with the saune solvent. a- 
CDNNp was isolated as a colorless solid (190 mg) . T.l.c. showed: 
•Rc (relative to a-CD) , o-CDNNp, 1.4. HPLC using 70% caijCN-HjO 
showed: tg (relative to a-CD), o-CDNKp, 0.43. 

Veoo 1641, 1607 cm-'. Found: N 1.11. CsoHtsNOji requires: N 
1.18%. FAB MS M+H* requires 1184 found 1184; M+Na+ requires 1206 
found 1206. *H n.m.r. (D«DMSO) 1-3 " l-*' ^e; 3.1 - 5.8, 
60H; 7.1 - 8.2, Naphthalene hydrogens. n.m.r. (DeDMSO) 5c 

22.5s, 22.7,, 48. 5e, 59.1o, 63.99, 74. Go, 76.0,, 77 . 02 , 77 . 22 , 86. Oj, 
87. 80, 105.42, 105. 9o, 106. 12, 109. 6^, 122 . 44, 129.15, 130 . 3g, 
132.33, 133.0,, 136.99, 141. 5g, 148. 4^, 177.6,, 188. 04. 

EXAMPLE 49 

6*-Amino-6*-deoxy-6*-N- ( (S) -6-methoxy-a-nethyl-2- 
naphthaleneacetyl) -/3-cyclodextrin (^-CDNMp) 

/3CDNH2 (800 mg) and NpjO (Example 48, Step 1; 1600 mg) were 
dissolved in a mixtiire of methanol and DMF (3:1; 16 ml) and 
refluxed overnight. The methanol was then removed in vacuo and 
the residue poured into acetone (60 ml) . The resulting 
precipitate was collected by gravity filtration (Whatman N« l 
filter paper) , washed with acetone and recrystallized from water 

- to ifiW /3-CDNNp ^525" mg^)-. T-. liiC. -(s©ivent -«-y -showed :^ % 
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(Relatiive to /S-CD) , /S-CDNNp, 1.5. HPLC using 70% CH3CN-H2O as 
eluant showed: (Relative to , /3-CDNNp, 0.35. 

1608 # 1629 caDEi-^ Found: N 1.09. Ci^gjNOj^ requires: N 
1.04%. FAB MS M+H* requires 1346, found 1346. n.m.r. (DfiDMSO) 
5h 1-4 - 1.6, Me; 3.0 - 6.1, 69H; 7.1 - 8.2, ArH. n.m.r. 
(DgDMSO) 5c 22. 7o, 28.43, 29 . 27 , 37 . 29 , 48 . 6^, 51. 5^, 59. 09, 63.82, 
73. 9i, 75.99, 76.42, 77. Oo, 85.45, 87. 6^, 105. 5,, 105.94, 109. 67, 
122.43, 129. 14, 130 . 39, 132 . 33, 133 . 02, 136 . 99, 141.53, 160 . 92, 
177. 6g. 



(2^S^ S'^S) -3^-IUaino-3^-deoxy-3^- ( (8) -6-metlioxy-a-aetliyl-2- 
napbtbaleneaeety 1) «*a*cyclodeztrin (a--3CDllHp) 
A solution of a-3CDNH2 (1.6 g) and NP2O (Example 48, Step 1, 
3.2 g) in dry dimetliylf ormamide (20 ml) was stirred at £0^ 
ovemigtxt. Tbe solution was concentrated in vacuo to 2 ml and 
then poured into acetone (50 ml) • The precipitate was collected 
by filtration, rinsed with acetone. The solid was passed through 
a Sphadex 615 column to give 300 mg of yellow solid. T.l.c. 
(solvent A) of the product showed: (relative to a-CD) , 1.43. 
HPL.C using 70% acetonitrile in water as eluant showed tjt 
(relative to cc-CD) 0.28 



found 1184; M+Na"^ requires 1206 found 1206. *H n.m.r (d<5DMSO) 
l,5(d); 3.5 - 5.5; 7.2 -8.3. ^^C n.m.r. (DjO) 19.32, 51.98, 56.69, 

61. 74, 67.82, 72.46, 72.64, 72.94, 73.22, 74. 3i, 74.65, 81. 74, 82.32, 

82.75, 82.93, 102.32, 103. lo, 107. 67, 119. 87, 121. 9©, 127. 0^, 129. 15, 
130. 05, 130.94, 131.80, 133.32, 134. 7^, 137.26- 

The prBparations of 5^-Amino--6^--W-('4-am±noJbutyi; -6^--deoxy-ot- 
cyclodejrtjrin (a-CDN4N) described in Examples 51 and 52 are 
representative of the procedures used in Examples 51 to 55 



EZAMPI.E 50 



(KBr disk) 1637, 1532 cm"^. FAB MS M+H'^^requires 1184 



3DBST1TUTE SHEST 



wo 91/13100 




PCr/AU91/00071 



77 

EZMIPLE 51 

6^-attino-6*-N- ( 4-aminobutyl) -e-^-deoxy-a-eyelodeactrin (a- 

CDM4H) 

Of-CDOTs (86 mg) and 1,4-diaminobutane (0.3 ml) were hea-ted 
together at 70»C for 3 hoiirs. T.l.c. (solvent A) indicated that 
there was no a-CDOTs left. Acetone (4 ml) was added and the 
resulting suspension centrifuged. Following removal of the 
supernatant, the solid was dissolved in water (0.1 ml), 
precipitated with acetone (4 ml) and centrifuged. The solid was 
collected emd dried in a vacuum desiccator over phosphorus 
pentoxide, to yield an off-white powder (84 mg) which still smelt 
of diaminobutane. The crude product was dissolved in boiling 
water (1.0 ml) and filtered hot. Ethanol was added to the 
boiling solution until turbidity was retained, followed by the 
addition of water until the solution remained clear. Upon 
cooling a white solid formed which was recrystallized from hot 
'water to give piire 0-CDN4N. An alternative method of 
purification is Soxhlet extraction with ethanol to remove 
dieu&inobutane, followed by precipitation from a water cyclohexane 
emulsion. The solid is collected and recrystallized from water. 

FAB MS M+H* requires 1043, found 1043. *H n.m.r. (D«DMSO) 
1.3 - 3.0, lOH; 3.1 - 4.9, 60H. ^'c n.m.r. (DjO, dioxane std) 
6c 27.24, 29. 6o, 41,4,, 49.86, 50.6,, 61.5,, 71.8,, 72.9,, 73.35, 
74.64, 82.43 , 85. Oo, 102.8,. 

EXAMPLE 52 

o-CDOTs (30 g) was dissolved in DMF (50 ml) with 
diaminobutane (5 g) and heated at 100 for 3 hours. The mixture 
was poured into acetone (200 ml) and the solid was filtered off. 
Then the solid was dissolved in hot water (50 ml) and left to 
recrystallize. After standing for 2 days the solid was filtered 
off. Soxhlet extraction with ethanol overnight removed trapped 
diaminobutane. Recrystallization from hot water afforded pxire 
0-CDN4N after prolonged standing. 
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EXAMPLE 53 

6^-Aiiiino<»6^-N- ( a-amlnopropyl) -6'^->daoEy-/S-eyelodextrin ( jS- 

CDN3N) 

FAB MS M+H* requires 1191, found 1191. n.m.r. (DfiDMSO) 

5h 1-5 - 1.7, 2H; 2*5 • 3.0, 4H; 3.2 - 6,1, 69H. n.m.r. (DjO, 

dioxane std) *c 29.89, 39.27, 47.29, 50. 33, €1.2g, 71. 35, 72.8,, 
73. O5, 74. 07, 82. lo, 84.57, 102. 49, 102. 8o* 

SX^^LE 54 

6^-Aiftino-6'^-N- (4-*aminobutyl) -6^-daoxy-/S-cyclodextrin 
CDH4N) 

Precipitation was effected by the addition of ethanol rather 
than acetone. The solid was filtered off and Soxhlet extraction 
with ethanol removed most of the trapped disuainobuta^e . 
Recrystallization of the solid twice from hot water afforded fi^ 
CDN4N containing very large quaint ities of solvent, emd loses* up 
to 40% of it*s weight upon drying. 

FAB MS M+H"^ requires 1205, found 1205. n.m.r. (D^MSO) 

1-3 - 1.5, 4H; 2.4 - 3.0, 6H; 3.1 - 4.9, 59H. n.m.r. (DjO, 

dioxane std) 26.65, 28.93, 41. Og, 49.42, 50. 33, 61.32, 71.29, 

72. 9i, 73. 04, 74*l2, 81. 79, 82. 1^, 84.49, 102. 3^, 102. 83. 

EXAMPLE 55 

€^-Amino-6^-N- ( 6-aminohexyl) -C'^-deoxy-ZS-cyclodextrin (/J- 
CDN6N) 

FAB MS M+H"*" requires 1233, found 1233. n.m.r. (D^MSO) 

5h 1*2 - 3.0, 14H; 3.1 - 6.0, 70H. n.m.r. (DjO; dioxane std) 

6c 26.79, 27. 17, 28.65, 30.60, 41.34, 48.32, 49.45, 61.2, 70. 19, 
73.1^, 74. 3g, 81. 2^, 82. 2g, 84. 0^, 101. 9|, 103.0. 

EXMfPLE 56 

Bis- (3^(2^) -deoxy-3^(2^) -a-cyclodextrln) succinamide (a- 
3CD2NSC) 

Step 1: Bis-(3--nitrophenyl) succinate can be prepared as 
follows. Succinic acid (11.8 g) and 3-nitrophenol (27.8 g) were 
dinssolv^d in dry ^tt^y-1- acetatte -(1-1-/- -4 A ^-eve) -and- the^-solutien 
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-stirred at O^C. DCC (40 g) was added and the resultant solution 
stirred for 1 hour at 0*C then at xobm temperature overnight. 
The reaction mixtvire was vacuum filtered (ffhatman N* a paper) and 
the collected DCU washed with ethyl acetate (50 ml) . The bright 
yellow filtrate was concentrated in vacuo to about 300 ml . 
Material which had come out of solution was redissolved by 
boiling the solution. The hot solution was filtered (gravity, 
Whatman Vf 1 paper) and allowed to cool slowly. The crystallized 
bis-(3-nitrophenyl) succinate was collected by vacuum filtration, 
rinsed with cold ethyl acetate (20 ml) and dried ±d vacuo to give 
bis-(3-nitrophenyl) succinate (21.34 g) . The crude solid can 
alternately be purified by silica gel chromatography. M.p. 153- 
154''C. 1752 cm-'. *H n.m.r. (CDCI3) s, 4H; 7.2 - 8.6, 

ArH. 

Step 2: Bis-{3-nitrophenyl) succinate (20 mg) was added in 
"one portion to a stirred solution of o-3(2)CDNH2 (100 mg) in DMF 
(3 ml) . The solution was left to stir at room temperature for 
two weeks, until t.l*c. showed no further reaction. The 
solution was poured into acetone (30 ml) and the resultant 
precipitat:e collected by filtration. The solid was rinsed with 
acetone and ether and air dried to give the crude product (93 
mg) . T.l.c* (solvent B) of the product showed: Rc (relative to 
a-CD) , a-3CD2NSc, 0.75. HPLC of the product using a 60% 
acetonitrile - water eluant showed: t^ (relative to a-CD) , a- 
3CD2NSC, 2.68. FAB MS M+H"*^ requires 2026, found 2026. 

EXAKPLE 57 

Bis-(6'^-deoxy-6^-/3-cyclodextrin) terephthalate (/S-CD^Tp) 
A mixture of iS-CDOTs (1.29 g) and dicesium terephthalate 
(0.215 g) was heated in dry DMF (5 ml) at 100 — 110 «>C for 18 
hours. The reaction mixture was cooled and acetone was added 
until .precipitation was complete. The precipitate was collected 
by vacuum filtration, washed with acetone and r eery st all ized from 
water to furnish a white solid (0.8 g) . HPLC using a 70% CH3CN- 
H2O eluant showed: t^ (relative to JS-CD) , 0.54, 0.77, 1.0, 2.90, 
_ _3_^^— (-ina^or-)-.— "-jsreparat^ 
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isolation of the major product (t^ 3.57). FAB MS M+H+ requires 
2399 fOTind 2399; M-KTs"*^ requires 2532 found 2532 • 

EZSMPLE 58 

H,N"-Bi8«*(6^-*deozY-6^-/3-»eyelodearbrin} oxalamxde (/S-CDjNOz) 
Step 1: Bis-(3-nitrophenyl) oxalate can be prepared as 
follows. To a solution of 3-*nitroplienol (2 g) in dry ether (36 
ml} under an atmosphere of nitrogen was added triethylamine (1.46 
g, 14.4 mmol) . Oxaloyl chloride (2.01 g) was added to the bright 
yellow solution over a period of 5 minutes resulting in the 
formation of a white slurry. The sltirry was shaken periodically 
over 3 hours. The solvent was removed in vacuo and the resulting 
white solid was stirred in chloroform (100 ml) for 5 minutes to 
remove any triethylamine hydrochloride. The remaining solid was 
collected by vacuum filtration and washed with chloroform (2 x 
10 ml) and ether (5 ml) , and dried in a desiccator in vacuo . The 
crude product was recrystallized from nitrobenzene talcing care 
not to allow the solvent to reach lOO^C. After 24 hours the 
white powder was collected by vacuum filtration, washed with 
ether (2 x 5 ml) smd dried in a desiccator in vacuo to give bis* 
(3-nitrophenyl) oxalate as a white powder (1.32 g) . M.p. 229- 
230«C. 1767, 1520 cm"*. 

step 2: To a stirred solution of dry /8-CDNH2 (250 mg, 
0.220mmol) in dry pyridine (5 ml) was added bis (3-nitrophenyl) 
oxalate (38 mg, 0.114 mmol) over a period of l hour. The 
reaction mixture was left to stir at room temperattare for 18 
hours and then the solution was evaporated to dryness. Residual 
pyridine was removed from the product by co-distillation with 
water in vacuo. The resulting solid was dissolved in water (5 
ml) , filtered and then acetone was added to the stirred filtrate 
to give a white solid which was collected by vacuvim filtration 
emd washed with acetone (2 x 20 ml) . This precipitation 
procedure was repeated and the product dried to constant weight 
over P2O5 to give the pure ddlmer (235 mg, 92%). Tic (solvent B) 
of the product showed: Rc (relative to ^CD) , 0.4. HPLC of the 
_;P?rj?duct ^ 60% aceto nitrile-water eluant ..showed: /t^ 
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(relative to fiCD) , 3.5. 

f-ix 1675, 1653, 1559 cm*. "C nmr (DjO) 6 41.0,, 61.2s, 70.9,, 
72.9,, 73.76, 74. Oj, 82. 04, 83.85, 102.8,, 161.7, FABMS M+H* 
requires 2322 found 2322; M+Na+ requires 2344 found 2344. Anal, 
calcd. for Cg«H,4oN20,o: C, 44.84; H, 6.07; N, 1.20 found: C, 42.09; 

H, 6.13; N, 1.25. C8«H,4oN207o-7HjO requires: C, 42.19; H, 6.34; N, 

I. 14. 

EXAMPLE 59 

N,ll*-Bi8-(6^-deoz7-6^-a-07clodeztrin) succinamide (a-CD^Se) 
Step 1: Succinic acid (5.9 g, 0.05 mol) and 3-nitrophenol 
(13.9 g, 0.1 mol) were dissolved in dry DMF (300 ml) and the 
solution allowed to stir at room temperature for 15 minutes. DCC 
(20 g, 0.1 mol) in dry DMF (50 ml) was added and the solution 
allowed to stir at room temperatxire for 48 hours during which 
time the solution became a bright opaque yellow. The resultant 
DCU was removed by vacuum filtration through a sintered glass 
funnel, leaving the filtrate as a bright clear yellow solution. 
The DMF was removed in vacuo to leave a pale yellow solid which 
was recrystallized from dary ethyl acetate (2O0 ml) , during which 
DCU was removed by hot filtration. After standing for 90 minutes 
the remaining DCU crystallized out as fine off-white needles and 
collected by gravity filtration (Whatman N» 1 filter paper) . The 
filtrate was placed in a fridge at 4»C overnight and bis-(3- 
nitrophenyl) succinate collected by vacuum filtration as a fine 
white powder (6.5 g) . M.p. 153-154«C. 

Step 2: Bis- (3-nitrophenyl) succinate (160 mg) was added 
in portions to a solution of a-CDNHj (l g) in dry pyridine with 
stirring over one hour. The reaction was followed by t.l.c. and 
appeared to be complete after 5 days. The pyridine was removed 
in vacuo and the solid dissolved in water . The water was removed 
in vacuo to remove traces of pyridine. The solid was dissolved 
in a minimum of water (8 ml) and added dropwise to ice-cold 
acetone (80 ml) and stirred rapidly for 10 minutes. The white 
■powdery-so-l-id-wes -coHected-by- J«icuum- «f iltEa'tion..and._washed_with.. 
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lce-*coid acet:one (2 x 3 ml) and ice-cold et^ier (2x 3 ml) • The 
solid was dissolved in water (10 ml) and cyclohexane (0.5 zal) 
added ttien the solution stirred vigorously in an ice-bath for 1.5 
hours. The precipitate was collected by centrifugation and 
washed with ice-cold water (10 ml) , ice-cold acetone (2 x 10 ml) 
and ice-cold ether (2 x 10 ml) • The white precipitate was 
suspended in water (50 ml) and boiled until it dissolved. The 
water was removed in vacuo and the solid redissolved in a minimum 
of water, filtered, and added to ice-cold acetone (150 ml) . The 
white precipitate was collected by vacuum filtration and washed 
with acetone and ether to give a-CDjNSc (855 mg) • T.l.c. showed: 
Rc (relative to a-CD) , a-CDjNSc, 0.375. HPLC using a 65% CH3CN- 
H2O eluant showed: (relative to a-CD) , a-CDjNSc, 3.2. 

1558 cm-^. FAB MS M+H* requires 2027, found 2027. 
n.m.r. (DjO) Sc 32. 1^, t; 41. 39, t; 61. 23, t; 6I.64, t; 71.53,- d; 
72.89, d; 73. 03, d; 73. 2i, d; 74. 2g, d; 74.53, 82.39, 84. 3©, 

d; 102.6, 175.85, s. 

JS'xamples 60 and 61 Illustrate alternative methods for the 
preparation of N^N' -Bis^ (6'^''deoxy-6'^-fi-cyclodextrin ) - 
succinamide . 

£X2^LE 60 

K,N«-Bis-(6^-deoxy-6^-iS-cyclodextrin) suecinzuaide (/S-CD^NSc) 
To a solution of /S-CDNH2 (310 mg) in DMF (5 ml) was added 
bis- ( 3 -nitr ©phenyl) succinate (Example 59, Step 1; 48 mg) in 
small portions (ca, 5 mg.hour*^) . [note: all the /S-CDNHj might 
not be in solution but after the first few additions of the 
diester a clear yellow solution should be obtained. 
Alternatively, the addition of 1.22 ml of dry TEA causes 
dissolution of the jS-CDNHs almost immediately] • The solution was 
then 9tirred at room temperature (ca. 15**C) for 7 days, t.l.c. 
shows the reaction progresses slowly. The solvent was removed 
in vacuo (oil pump) to ca. 1 ml and acetone (10 ml) was added to 
give a precipitate. The mixture was stirred rapidly for 10 
minutes and collected by. vacuiim- f -iltrat ion^ -4Ehe-solid. was washed- 
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with acetone (2 x 5 ml) , then with diethyl etber (2 x 5 ml) , and 
air dried to give 350 mg of a crude off-white solid. This solid 
was dissolved in a minimum volume of water (ca, 3 ml) to give a 
yellow solution which was then filtered through cotton wool, 
cyclohexane (0.25 ml) was added and the mixture rapidly stirred 
for 1 hour to yield a fine white solid in suspension. The 
mixture was centrifuged, the supernatant decanted off , the solid 
washed with cold water (ca. 1 ml), centrifuged again, decanted 
and the procedxire repeated twice with acetone. The solid was 
dried in vacuo over PjO, to give 220 mg of a white solid. The 
solid was suspended in water (15 ml) and dissolved with heating 
and heated on a water bath to drive off cyclohexane. Removal of 
water under reduced pressure produces a glassy solid difficult 
to remove from the sides of the vessel. This solid may be 
recovered by dissolution in a minimiim volxime of water and 
subsequent precipitation with acetone and collection by 
■filtration and washing with acetone and ether « Drying of the 
solid in vacuo gives a white solid (210 mg) . T.l.c. (solvent B) 
showed: Rc (relative to P-CD) , jS-CD^NSc^ 0.33. HPIX: using a 75% 
acetonitrile - water eluant showed: t^ (relative to )?-CD) , |S- 
CDjNSc, 5.6. 

1642, 1559 cm**. FAB MS M+H'*' requires 2350 found 2350. 
n.m.r. (DjO) 5c 31.93, 41.0,, 61. 2©/ 71.16, 72.76, 72.97, 74.0,, 
82. 03, 83.97, 175.53. 

EXAMPLE 61 

Bis- (3-nitrophenyl) succinate (Example 59, Step 1; 48 mg) 
was added in portions over an hour to a stirred solution of dry 
(iS-CDNHj) (310 mg) in dry DMF (5 ml, Ak sieve) . The reaction 
mixture was stirred at room temperature for 7 days by which time 
t.l.c. showed that no j3-CDNH2 remained in the reaction mixture. 
The solution was concentrated in vacuo to -*1 ml and acetone (10 
ml) was added with vigorous stirring. The resulting off-white 
solid was collected by filtration (Whatman fP 1 paper) , washed 
with acetone (2 x 5 ml) , ether (2 x 5 ml) and air dried to give 
-350 -mg- -of— crude - product *-- 3?his-^^ateraai -was--.dissolved-J.n-^^ 
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(5 ml), filtiered and cyclohexane (0.25 ml; spect:roscopic grade) 
added. The mixture was stirred vigorously in an ice*bath for 1 
hour to give a fine white solid which was collected by 
centrifugation (3000 r.p.m., 10 minutes). The solid was washed 
successively with ice cold water (1 ml) , acetone (2 x 5 ml) and 
ether (2 x 5 ml) . The air dried solid was resuspended in water 
(15 ml) and heated on a boiling water bath for 30 minutes. After 
cooling to room temperature the solution was dried in vacuo to 
give a glassy solid which was dissolved in water (1 ml) auid 
precipitated with acetone (20 ml) . The precipitate was collected 
by vacuum filtration, rinsed with acetone (2 x 1 ml) and dried 
to give 210 mg of white powder. Drying over P2O5 in vacuo gave 
iS-CDjNSc (205 mg) . 

EZMIPIiE 62 
Purification of /S-CDsNSc on BioRez 70 

The acid form of BioRex 70 was prepared by taking BioRex 70 
(Na'*' form, as supplied, 100 ml) and batch rinsing in a scintered 
glass funnel as follows:* 

Water (10 x 100 ml), 0.5 H sodium hydroxide (5 x 100 ml), water 
(10 X 100 ml) , 10% hydrochloric acid (5 x 100 ml) , water (10 x 
100 ml) eind Milli-Q® water (10 x 100 ml) • This procedure gives 
50 - 60 ml of the resin in the protonated form. 

The resin from above 50 ml) was suspended in Milli-Q® 
water (200 ml) with stirring. A solution of /8-CD2NSC (8 g) in 
Milli-Q® water (100 ml) was added and the mixtiire left to stir 
overnight at room temperature. The resin was collected by 
filtration in a scintered glass funnel said rinsed with water (5 
X 100 ml) at 50^C. The combined filtrates were dried in vacuo 
to give 4.7 g of iS-CDsNSc. This was dissolved in water (20 ml) 
and filtered (0.22 /i filter). Ethamol (- 20 ml) was added until 
a faint haze persisted. The haze was cleared with gentle heating 
and the flask containg the dissolved /S*CI>2NSc placed in a sealed 
vessel with a reservoir of ethanol (- 100 ml) . When 
crystallization was complete the product was collected by 
. filtration, _ washed J/ith ethanol _<lD_ml),— air ..dried and finally - 
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dried in vacuo to give pure /S-CDjNSc (3.8 g). 

The /8-CbNH2 bound to the resin was isolated by rinsing the 
resin with a 20% amnonia solution (5 x 100 ml) warmed to 50**C. 
The filtrate was dried in vacuo to give 2.9 g of amine. HPLC 
analysis indicated there were two unidentified materials present 
with the amine. HPLC of the product using a 60% acetonitrile - 
water eluant showed: t^ (relative to fi-CD) , 1.0, 2.43, 2.65, 



H^H'-BisCC^-deoxy-e^^-ZJ-cyclodextrin) glutaramide (^-CD2NG1) 
Step 1: To a solution of glutaric acid (10 g) and 3- 
nitrophenol (21 g) in ethyl acetate (750 ml) cooled to 0*> was 
*added DCC (30 g) . The resultant solution was stirred overnight 
at room temperature. The mixture was filtered to remove DCU and 
the filtrate was evaporated to dryness in vacuo to give a yellow 
solid. This was dissolved in boiling ethyl acetate (300 ml) and 
undissolved solid was removed by filtration. The crystallized 
product was collected by vacuum filtration, rinsed with cold 
ethyl acetate and dried to give bis- (3-nitrophenyl) glutarate as 
a cream coloured powder (10.81 g) • v^mx 1758 cm"*. 

Step 2: To a solution of /S-CDNHj (250 mg) in pyridine (3 
ml) was added bis-(m-nitrophenyl) glutarate (45 mg) in small 
portions over 5 hours. The solution was stirred at room 
temperature for 5 days after which time t.l. c. showed one major 
new product and a small amount of iS-CDNHj. The solution was 
evaporated to dryness and residual pyridine was removed by co- 
distillation with water in vacuo. The white solid was dissolved 
in water (10 ml) and this solution was added to a suspension of 
Bio Rex 70 (H"^ form, 1 g) also in water (20 ml) . After stirring 
at room temperature for 18 hours the mixture was filtered (0.22 
fjLia) and the filtrate passed through a squat coluian of Sephadex 
G15. This solution was evaporated in vacuo to -1 ml and addition 
of acetone (30 ml) gave a white precipitate which was collected 
^ i>y^ -vacuum- f iltration , washed wdth^ acetone -(-2 -X. -2 A .ml-)-.. and ^dried 



3.06. 



EXAMPIiE 63 
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In vacub to give /S-CD^NGl (156 lag) . T.l.c. (solvent B) showed: 
Rc (relative to P-CD) , /S-CDjNGl, 0.30. HPI»C using a 65% 
acetonitrile - water eluant showed; t,^ (relative to /8-CD) , /?- 
CDjNGl, 3.4. 

1642, 1551 cnr^ n.m.r. (DjO) Sc 22.65, 35. 9©, t; 

41,03, t; 61. Oj, t; 61.26, t; 71.16, d; 72. Sj, d; 73. 02, d; 74. 07, 
d; 82. 04, d; 84. Ij, d; 102. 80, d; 176.66, s. FAB MS M+H* requires 
2364, found 2364; M+Na* requires 2386, found 2386. 

£X2afPI.E 64 

6^- Amino- 6^-deoxy- 6^-N- (4-0-(3-nitrophenyl)- 
carboxypropanoyl) '^a-oyclodeztrin (a-CDNScNP) 

To a solution of bis- (3-nitrophenyl) succinate (Example 59, 
step 1, 18.52 g) in DMF (350 ml) was added a-CDHH2 (5 g) , in 
portions, over 3 hours. The reaction mixture was left to stir 
at room temperatiire overnight. The solution was concentrated In 
vacuo to ca. 15 ml and the residue was triturated with ice-cold 
acetone (450 ml) • The precipitated solid was collected by vacuum 
filtration, rinsed with acetone and dried under vacuum to give 
a white powder (10.1 g). T.l.c. ( solvent B ) of the product 
showed: Rc (relative to a-CD) , 1.61 

1752 cm"^. FAB MS M+Na"*^ requires 1216, found 1216. 

EXAMPLE 65 

6'^-Amino-6^-deoxy-6^-N - (4-0- (3-nitrophenyl) - 
carboxypropanoyl) -/S-cyclodextrin (^-CDNScNP) 

To a solution of bis- (3-nitrophenyl) succinate (Example 59, 
Step 1; 500 mg) in DMF (10 ml) was added iS-CDNH2 (300 mg) in 
small portions over a 24 hour period. Stirring at room 
temperature was continued for 18 hours after the final addition 
of jS-CDNHj. Evaporation in vacuo to ca. 1 ml and addition of 
acetone (30 ml) with stirring gave sm off white solid which was 
collected by vacuum filtration and washed with acetone (2 x 20 
ml) and diethyl ether (2 x 5 ml) . Drying to constant weight over 
P2O5 in vacuo gave /S-^CDNScNP (340 mg)-^ T .l *-G. -(solvent -B^~ of 

SUBSTITUTE SHEET 



wo 91/13100 



PCr/AU91/00071 



87 

product showed: Rc (relative to /8-CD) , /8-CDNScNP, 1-3. 

VoMx 1770, 1652, 1533 cm-*. Found: N 2.13. CS2H78N2O39 
requires: N 2.07%. FAB MS M+H* requires 1355 found 1355. "C 
n.m.r. (D«DMSO) 6c 33.2,, 33.64, 63.8,, 73. 8©, 76. Oq, 76.3,, 76.97, 
85 . 37 , 85 . 57 , 87 . 5o, 105. Sj, 121. Ij, 124.6,, 132.8,, 134.72, 152.1,, 
154.83, 174.77, 175. lo. 

EZAKPLE 66 

N- ( €^-deoxy-6^-a-cyclodextrin) - ( 6^-deoxy-6^-/S- 
cyclodeztrln) succlnamlde (a, fi^CD^Sa) 

A mixttire of a-CDNHj (100 mg) and /S-CDNScNP (Example 65; 100 
mg) was stirred at room temperature in DMF (2 ml) for 24 hours. 
After this time t.l.c. showed: Rc (relative to /8-CD) 0.3, a,/S- 

9 

CDjNSc ; 0.8, a-CDNHj (trace) • Evaporation to ca . 0 . 5 ml and 
addition of acetone (20 ml) gave an off white powder which was 
collected by vacuum filtration and washed with acetone (2 x 10 
ml) and ether (2 x 5 ml) to give 139 mg of crude product. The 
solid was dissolved in water (10 ml) and stirred for 18 hours 
with Bio-Rex® 70 (H* form, 2 g, 2.4 meq.ml"^) also in water (10 
ml) . Filtration and evaporation of the filtrate to ca. 1 ml 
followed by the addition of cyclohexane (0.25 ml) with rapid 
stirring yielded a fine white solid in suspension. The mixture 
was centrifuged, the supernatant removed by decantation, the 
solid washed with cold water (ca. 1 ml), centrifuged again, 
decanted and the procedure repeated twice with acetone. The 
solid was suspended in water (15 ml) and dissolved with heating 
on a boiling water bath until all of the cyclohexane had been 
driven off. Removal of the water In vacuo to ca, 0.5 ml followed 
by addition of acetone (20 ml) afforded a white solid which was 
collected by filtration, washed with acetone (2 x 20 ml) and 
dried in vacuo over P2O5 to in a yield of 125 mg, T.l.c. (solvent 
B) showed: R^ (relative to /8-CD) , a,/3-CD2NSc, 0.30. HPLC using 
a 65% CH3CN-H2O eluant showed: t^ (relative to )3-CD) , a,)8-CD2NSc, 

4.9. 

v^ lSSSy 1645 cm•^ Found: '"N X. 23. -"Cg^Hj^^^^ N 
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1,28%. FAB MS M+H"*" xequires 2X88, found 2188. n.m.r. (D2O) 

Sc 32.0, 41. 19, 61. 09, 61.3o# 61. 47, 71. 3o, 72.72, 72. 85, 73. 04, 
74. 13, 74.33, 82. 17, 84. lor 102. 4or 102. 87, 175. 6^. 

Examples 67 and 68 illustrate alternative methods for the 
preparation of 6^'-Am±no-6^-cleoxy-6^-l!l- (3 -carboxypropanoyl ) 
cyclodextrln . 

EZMIPXiB 67 

eA-2^i]io-6^-deoz7-6^-M<- (B-carbozypropanoyl) -/3-cyclodeztxin 
(/3-CDKSc) 

A mixture of /3-CDNH2 (500 mg) and succinic anhydride (51 mg) 
in DMF (5 ml) was stirred at room temperature for 24 hours after 
which time t.l.c. indicated that all staurting materials had b^en 
consumed. Evaporation of the solvent to a glassy oil followed 
toy the addition of acetone (20 ml) with trituration gave a white 
solid which was collected by vacuum filtration and washed with 
acetone (2 x 20 ml) . The dried solid (600 mg) was dissolved in 
a minimum amount of water (ca. 2 - 3 ml) and filtered through a 
0.2 /OT filter (the filter was then rinsed with 1 lal of water). 
Evaporation of the combined filtrates to ca. 1 ml and the 
addition of acetone (30 ml) with stirring gave a white solid 
which was collected by vacuum filtration and washed with acetone 
(2 X 5 ml) . Drying to constant weight over P2O5 in vacuo gave /S- 
CDNSc (470 mg) . T.l.c. (solvent B) showed: Rc (relative to jS- 
CD) , /S-CDNSc, 1.1. HPLC using 60% CH3CH-HP + SAM eluant showed: 
tR (relative to a-CD) , /3-CDNSc, 1.88. 

1721, 1652, 1558 cm'^ . FAB MS M+H"*" requires 1234 found 
1234. ^^C n.m.r. (DjO) Sc 30.27, Sl-l^, 41.16, 61.0i, 61.22, 71.65, 
72.7-7, 73.08, 74. 09, 81. 65, 82. Ij, 84. Ij, 102. 54, 102.92, 175. 5g, 
177.52. 

EXAMPLE 68 

A solution of /8-CDNScNP (Example 65; 50 mg) in water (20 ml) 
was stirred at reflux for 5 hours. Evaporation in vacuo to ca. 
1 ml followed by i:he addition of acetone (20 ml) with stirring 
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gave a white solid which was collected by vacuxam filtration and 
washed with acetone (2 x 10 ml) . Drying to constant weight over 
PjOj in vacuo gave /J-CDNSc (30 mg) which was identified by 
comparison of its physical data with that of an authentic sample 
prepared previously. 

EXAMPLE 69 

6^-Amino-6^-deoxy-6^-N- (4-carbozybutanoyl) -/3-cyclodestrin 

(/9-CDK61) 

A mixture of /S-CDNHj (500 mg) and glutaric anhydride (75 mg) 
in DMP (7 ml) was stirred at room temperature for 18 hours. 
Evaporation of the solvent to a glassy oil followed by the 
addition of acetone (30 ml) with trituration gave a white solid 
-which was collected by vacuum filtration and washed with acetone 
(2 X 20 ml) . The dried solid was dissolved in a minimum amount 
of water (ca. 5 ml) and filtered through a 0.2 filter (the 
filter was then rinsed with water 1 ml). Evaporation of the 
combined filtrates to ca, 1 ml and the addition of acetone (30 
ml) with stirring gave a white solid which was collected by 
vacuum filtration and washed with acetone (2 x 5 ml) . Drying to 
constant weight over PJOs vacuo gave /3-CDNGl (550 mg) • T.l.c. 
(solvent B) showed: Rc (relative to fi-CD) , /3-CDNGl, 1.1. 

Vc»o 1713, 1657 cm**. Found: N l.ll. C42H77NO37 requires: N 
1.12%. FAB MS M+H* requires 1248 found 1248. n.m.r. (DjO) Sc 

21.60, 34. le, 35. 7g, 41. 2i, 60. 9^, 61.2,, 71.6,, 73. 0^, 74. 2g, 8X.%, 
82.17, 82.27, 84. 4o, 102. 83, 103. 07, 103.2,, 176 . 62, 178 . 6^. 

EXl^LE 70 

6^-Amino-€^-deoxyN- ( 3-aminocarbony Ipropanoy 1 ) -/S- 
cyclodextrin (^-CDNScN) 

A solution of iS-CDNScNP (Example 65; 250 mg) in concentrated 
ammonia (2 0 ml, 2 8%) was stirred at room temperature for 18 
hours. The solution was filtered (Whatman tP 1 filter paper ) and 
the paper washed with water (5 ml). The combined filtrates were 
evaporated to ca. 1 ml and the addition of acetone (30 ml) with 
stirring- gave a white solid which was collected by vacuxun 
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filtration and washed with acetone (2 x 10 ml) and ether (2x5 
ml) . Drying to constant weight over PjO, in vacuo gave /S-CDNScN 

(215 mg) . This solid was recrystallized from water (acetone 
vapour diffusion) to give colourless microcrystals of /3-CDNScN 

(200 mg) . T.l.c. (solvent B) showed: Rc (relative to |8-CD) , j8- 

CDNSCN, 1.2. HPLC using a 70% CH3CN-H2O eluant showed: tg 

(relative to /5-CD) , |8-CDNScN, 1.04. 

Vma 1653, 1559 cm**. FAB MS M+H+ requires 1233 found 1233. 
n.m.r. (DjO) Sc 31.3,, 31. 83, 41.08, 61.0,, 61.22, 71. 3^, 72. 80, 
73. 03, 73.89, 74. 07, 82.08, 84. 04, 102. 8|, 175. 63, 178. 5o. 

EXAMPLE 71 

6*-Amino-6*-deoxy-6^-»- (3- (N-benzyl) carbamoylpropanoyl) -0- 
eyclodextrln (/3-CDMSeMBz) 

A solution of jS-CDNScNP (Example 65; 140 mg) and benzylamihe 
(17 mg) in DMF (l ml) was stirred at room temperature for 5 
hoiors. Evaporation In vacuo to em oil followed by the addition 
of acetone (20 ml) with stirring gave a white solid which was 
collected by vacuum filtration and washed with acetone (2 x 10 
ml) and ether (2x5 ml) . This solid was recrystallized from hot 
water to give a white solid on cooling. Drying to constant 
weight over P2O5 in vacuo gave /S-CDNScNBz (125 mg) . T.l.c. 
(solvent B) showed: Rc (relative to jS-CD) , /3-CDNScNBz, 1.1. HPLC 
using a 75% CH3CN-H2O eluant showed: t^ (relative to /3-CD) , /3- 
CDNScNBz, 0.86. 

1653, 1558 cm'^ FAB MS M+H* requires 1323 found 1323; 
M+Na* requires 1345 foiind 1345. n.m.r. (DfiDMSO) 3^.84, 

34.96, 46.22, 64.06, 74.1,, 76. 2,, 76-45, 77.0,, 85.64, 85. 80, 87.76, 
106. lo, 106.36, 130.9,, 131.2s, 132.46, 143.53, 175. 8g. 

EZAKPLB 72 

6*-Amino-6*-»- (2-»#2-N- (di-2-amiBoethyl) -2-aminoethyl) -6*- 
deexy-a-cyclodextrln (a-CDTren) 

To a solution of N,N-bis- (2-aminoethyl) -1, 2-ethanediamine 
(40.5 mg) in dry DMF (3 ml) was slowly added a solution of 6-*- 
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deoxy-6^-iodo-au-cyclodext:rin (300 mg) in dixnethylf ormamide (6 
ml) and the resultant solution was stirred at 70 «^ overnight. The 
mixture was dried in vacuo, the residue was dissolved in water 
(2 ml) and acetone (30 ml) added. The precipitate was collected 
by vacuum filtration, rinsed with acetone and dried to give 180 
mg of crude product. T.l.c. (solvent B) showed Rc (relative to 
a-CD) 0.27, 0.22, 0.08. HPliC of the product using a 70% 
acetonitrile - water elueuit showed: t^ (relative to a-CD) , 0.85^ 
1.0, 1.5. 

FAB MS M+H* requires 1102 found 1000, 1101, 1129, 1157. 
n.m.r (DjO) 31. 05, 36.93, 38. 80, 46. 3g, 47.54, 50. 84, 53.69, 54.73, 
55. 05, 61.6^, 67.79, 72. 07, 72. 9i, 73. 09, 74. 4i, 82.47, 85.0,, 102. 6^, 
165.44. 

EXTOIPLE 73 

e^-Amino-^e'^-K- (3 - (N- (2-N, 2-N- ( di-2 -aminoe thy I) -2- 
aminoethyl) )-carbamoylpropanoyl)-6^-dooxy-/3-cyclodextrin (/S- 
CDNScTren) 

To a solution of jS-CDNScNP (Example 65, 300 mg, 0.221 mmol) 
in dimethylformamide (3 ml) was added N,N-bis (2-aminoethyl) -1, 2- 
ethanediamine (50 mg, 0.34 mmol) in the same solvent. This 
resulted in the immediate formation of a yellow oil. The mixture 
was stirred for 2 hoxirs and the solvent was then removed in vacuo 
to give a glassy oil. Trituration of this with acetone (3 x 50 
ml) gave a semi-solid which was dissolved in the minimum amount 
of water (ca. 2 ml) . The addition of acetone (50 ml) with 
stirring gave an off-white precipitate which was collected by 
vacuum filtration, washed with acetone (2 x 50 ml) and air dried. 
This procedure was repeated twice. The resulting solid was 
dissolved in water (50 ml) and stirred with BioRex 70 (3 g, H"*" 
form) for 18 hours. The resin was filtered off and washed with 
water (2 x 50 ml) . The filtrates were discarded and the resin 
was then rinsed with concentrated ammonia solution (2 x 50 ml) . 
The combined ammonia filtrates were evaporated to about 1 ml and 
acetone (50 ml) was added with stirring to give a white solid. 
This was collected by vacuum filtration, washed with acetone and 
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dried to constant weight in vacuo over P2O5 to give /3-CDNScTren 
(250 mg, 83%). T.l.c. (solvent B) showed: Rc (relative to jS-CD) , 
/8-CDNScTren, 0.3. HPLC using a 60% CH3CNH2O eluant showed: t^ 
(relative to /8-CD) , /8-CDNScTren, 2.7. 

VmMx (KBr disk) 1653 cnf*. FAB MS M+H* recjuires 1361 found 
1361; M+Na"*' requires 1383 found 1383. n.m.r. (d^DHSO) 1.8 - 

2.B, 3.0 -3.8, 4.9 (s) , 5.5 -5.7. n.m.r. 38. 04, 38.67, 39. 2^, 

41. 15, 54.2,, 56. 02, 61.3or 67.79, 73. Oj, 74.25, 82.2©, 84.27, ^03 O3, 
175.59. 

EXUaijB 74 

( (S) -4 • -amino-4 • -carboxy-butan-x-oyl) -e'^-aaiino-e^-deoxy-^- 
cyclodextrin (/JCDGLN) 

Step X: A solution of dicyclohexylcarbodiimide (185.9 mg) 
in dichloromethame (2 mL) was added in one portion to a stirred 
solution of N-tBOC-Ii-glutamic acid-a-*butyl ester (538 mg) in 
dichloromethane (20 mL) . The mixture was left to stir at room 
temperature for 45 minutes, after which time the mixture was 
filtered to remove dicyclohexyloirea and the clear filtrate was 
then dried ±n vacuo to give a yellowish oil. This oil was 
dissolved in dimethylf oirmamide (10 mL) and added to a stirred 
solution of /SCDNH2 (1.057 g) in dimethylf ormamide (2 0 mL) . The 
mixture was left to stir at room temperature for 18 hoiirs. The 
solvent was removed In vacuo and the residue tritxirated with 
acetone (80 mL) to give an oily solid. This was again evaporated 
to dryness and the residue trittirated with acetone (100 mL) . The 
solid which formed was collected by vacuum filtration, rinsed 
with acetone (10 mL) and ether (10 mL) and air dried to give 1.34 
g of a white solid. 

T.L.C (solvent B) showed Rc (relative to fiCD) 1.57 plus a 
faint spot corresponding to j3CDNE2 

HPLC of the product using 70% acetonitrile-water as eluant 
showed one peak tR( relative to /8CD) 0.49. FABHS M+H* requires 
1420 found 1420. 
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Step 2: The product from above (447 mg) was dissolved in 
anhydrous trif luoroacetic acid (10 inL) and the solution was left 
to stand at room temperature for 18 hours. The solution was 
evaporated to dryness and acetone (30 mL) was added to the oily 
residue. A solution formed and this was evaporated to dryness. 
Water (10 mL) was added to the residue but none of the residue 
dissolved. On evaporation of the water, ethanol was added to 
obtain a white solid. The ethanol was evaporated and the residue 
was dissolved in water (10 mL) . This solution was filtered (0.22 
/xm) and dropped into acetone (150 mL) . The precipitate was 
collected by vacuum filtration, rinsed with acetone (10 mL) and 
ether (10 mL) and dried to give 448.7 mg of white powder (81% 
yield based on starting glutamic acid) • 

TLC (solvent B) showed ^^(relative to /SCD) 0.70, HPLC using 
60% acetonitrile-water as eluant showed t^ (relative to /3CD) 2.42. 
PABMS M-*- requires 1263 found 1263. 

(KBr disc) 1678, 1645 cm'^ ^Cnmr (D2O) 175.2or 173 .O^, 
102. 8^, 84. 14, 74. 05, 73.83, 73. 02, 72.8^, 71.29, 67 . 7^, 61. 2^, 53.8,, 
41. 12, 32.1^, 26.79.*Hnmr (d^DMSO) 6.1-5.7, 5.1-4.9, 4.7-4,4, 4.0- 
3.0, 2.4 (t) , 2.0 (m) • 

The procedures, equipment, instruments and chemicals used 
to measxire the chemical hydrolysis of cyclodextrin derivatives 
in aqueous solution in Excunples 75 to 88 were as follows. 

Reagents used were of reagent grade unless otherwise stated. 
Buffer systems (0.2 M carbonate buffers , pH 9.5, 10.0, 10.5, 
11.0 and 11.5) were prepared by mixing calculated amounts of 
NaHCOj and NajCOg in H2O. NaOH or HCl (0.1 M) was used in pH 
adjustments of buffers with the aid of a Ross pH electrode (Model 
81-03, Orion Research) and a pH meter (pHM64a, Radiometer A/S, 
Copenhagen) . The ionic strength of all buffer solutions was 
adjusted to 0.6 with potassium chloride. The thermoregulator 
used consisted of a model 1419 Thermomix (B. Braun, W. Germany) 
"^and a Tecam- incubator. -Where a-UV detector is -mentioned a -Waters 
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model 441 UV absorbance de^ect:or a-t 254 im was used. 

The example below demonstrates the calculations jreguired and 
preparation of 100 ml ot a 0.2 M carbonate buffer^ pH 10 . Other 
carbonate buffers reguiired may be made using similar calculations 
and procedxires. 



Prepara-bion of ICQ ml of 0.2 K Carbonate Buffer, pH 10.0 

PK2 (H2CO3) = 10,32 

pH = pK^ (H2CO3) + log ([COa^'D/CHCOa-]) 
10.0 = 10.32 + log ([C03^-]/[HC03-]) 
[C032-]/[HC03-] = 0,479 

[C03^-] = ©•479 [HC03-3 (1) 

[C03^-] + [HCO3'] = 0.2 M (2) 

1.479 [HCOj-] = 0.2 M 

[HCO3-] = 0.135 M 

[COa^-] « 0.2 - 0.135 = 0.065 M 

FW (NaHCO,) « 84 

FW (Na^COa) = 106 

0.1 1 X 0.135 mol.l-^ X 84 g.mol-* = 1.134 g NaHCOa 
0.1 1 X 0.065 mol.r^ x IO6 g.nol'^ = 0.689 g NajCO, 

Sodium bicarbona1:e (1.134 g) and sodlxm carbona*te (0.689 g) 
were added 1:o a 100 ml volixnetric flask and wa-ter added to make 
100 ml. 

The measurement of rates of hydrolysis of cyclodextrin 
derivatives is shown generally below. This example is 
representative of the procedures used in Examples 76 to 84. 



Measurement of rates of bydro lysis of cyclodextrin 
derivatives 

In a 2 ml volumetric flask tbe cyclodextrin derivative (5 
mg) was dissolved, with or without heating, in water (0.6 ml). 
Acet'Onitrile (0.4 ml> was added and the solution eG[uilibrated to 



EXMSBUS 75 



EZZ^LE 76 



X 
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370c ih a water bath. Carbonate buffer (0,2 1 ml) , which had 
been preequi libra ted to 37 •'C^ was added and the total mixture was 
incubated without agitation in a waterbath at 37 ± 0.5®C. At 
appropriate time intervals, aliqfuots (50 /il) were withdrawn with 
a syringe and immediately injected for HPLC assay. The mobile 
phase was a 70:30 C/y) mixture of redistilled acetonitrile and 
Milli-Q® water at a flow rate of 1.5 ml.min''. The disappearance 
of the cyclodextrin derivative and/or the formation of a- or /S- 
cyclodextrin were followed and the peeves integrated until 
hydrolysis of the derivative had reached 75%. Hydrolysis rate 
constants were then calculated using first-order kinetics. 

CZAKPLE 77 

Hydrolysis of 6^-O-acetyl-a-cyclodextrin (a-CDOAc) 

The rate constants and half-lives for the hydrolysis of a- 
,CDOAc at 37*^C are summarized in Table 1. In 0-1 M carbonate 
'buffers in the range of pH 9.5 to 11-0, the following equation 
with a coefficient of determination (r^) of 0.9959 was obtained 
for the pH - rate constant (k) profile of a-CDOAc. 

log k = 0.839 (pH) - 9.089 

For monoesterif ied derivatives of cyclodextrins investigated 
so far^ a-CDOAc and /S-CDOAc showed close similarity with each 
other in hydrolytic stability, whereas both compounds were 5 - 
7 times less stable at a given alkaline pH than the prodrugs, 
including a-CDOIb, /S-CDONp and a-CDONp. 



SUBSTITUTE SHEET 



wo 91/13100 



PCT/AU91/0007I 



96 

Tiable 1. Rafce Conslian^s (k) and Half -lives It^) of a-CDOAc 
in 0.1 M Carbonate Buffer at Different pEs at 

37»C. 



pH 


k, (lir-») 


(hr) 


9.5 


7.41 X 10-2 


9.35 


10.0 


1.93 X 10-1 


3.59 


10.5 


5.86 X 10-1 


1.18 


11.0 


1.28 


0.54 



BZAMPLE 78 

Bydrolysis ot e^-O-acetyl-^jS-cyclodeztrin (/3-CDOAc) 
The ra*be cons1:£int:s and half-lives for hydrolysis of jS-CDOAc 
at: 37 are sinrnnarised in Table 2. Xn tihe alkaline pH range of 
9.5 to 11.0, the following equation with a coefficient of 
determination (r^) of 0.9996 was obtained for the pH rate 
constant (k) profile: 

log k = 0.871 (pH) - 9.408 

Table 2. Rate Constants (k) and Half-lives (t^) of /3-CDOAc 
in Oel M Carbonate Buffers and o.l M HCl at 37 «c. 



Medium 


pH 


k, hr * 




Carbonate Buffer 


9.5 


7.21 X 10-^ 


9.61 




10.0 


2.04 X 10* 


3.40 




10.5 


5.59 X 10-» 


1.24 




11.0 


1.46 


0.48 


0.1 M HCl 


-1.1 


4.13 X 10-2 


16.78 
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EZAMPLE 79 

Hydrolysis of 6^-0- (a-methyl-4- (2-metliylpropyl) -benzene- 
acetyl) -a-cyclodeztrin (a-CDOIb) 

Table 3 gives the rate constants and half-lives for the 
hydrolysis of a-CDOIb at 3 alkaline pHs at 37«>C. In comparison 
a-CDOIb was found to be approximately 6-8 times more resistant 
to hydrolysis at a given alkaline pH than /S-CDOAc. In an attempt 
to determine the rate constant for the hydrolysis of this pro- 
drug at gastric pH, the hydrolysis in 0.1 M HCl was followed for 
one week. Unfortunately , the hydrolysis rate observed was so 
slow that more and more interfering substances, presixmably caused 
by the competing hydrolysis of the glucosidic linkage of the 
cyclodextrin moiety, accumulated in the mixture causing 

.difficulties in the quant it iz at ion of released a-cyclodextrin. 
Both of the diastereomeric esters hydro lysed at the same rate. 

5 The ce-CDOIb peak showed a large overlap with the buffer peak, and 
was therefore not applicable for kinetic measxirement of the 
hydrolysis. 

Table 3. Rate constants (K) and Half- lives (t^/s) a-CDOXb 
in 0.1 H Carbonate Buffers at different pHs and 
37*C. 



pH 


k, hr-^ 




10.5 


8.60 X 10-^ 


1.24 


11.0 


1.73 X 10-^ 


0.48 


11.5 


4.28 X 10*' 


1.62 

• 



EXAMPLE 80 

Hydrolysis of 6^-0- ( (S) -6-methoxy-a-methyl-2 - 
napthaleneacetyl) -a-cyclodextrin (a-CDONp) 

In contrast to the poor solubility of /3-CDONp, a-CDONp was 
readily soluble in cool water /acetonitrile (6:4) or water. 
However, the hydrolysis properties of a-CDONp (Table 4) are still 
very similar ^o those of /SCDONp in 0.1 M carbonate buffer at 
three pH»s and 37^C. 
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Table 4 • Ra^« Constants (k) and Half -lives (t^j) ot a-CDONp 
in o.x K Carbonate Buffer at Different pHs at 
37*C. 



PH 






10.5 


1.12 X 10** 


6.22 


11.0 


2.33 X 10-* 


2.97 


11.5 


4,78 X 10-* 


1.45 



EZ&KPLE 81 

Hydrolysis of 6^-0- ( (S) -6-metboxy-a-iaetliyl-2- 
napt:l&aleneacet;yl) -/^-cyclodextrin (/3-CDONp) 

Due to the poor solubility of jS-CDONp in cold water, beating 
was necessary for dissolution of this compound. Table 5 shows 
the rate constants and half-lives for hydrolysis of this compcAind 
at pH 11.0 and 11.5 at 37 •C. The stability of this prodrug to 
hydrolysis was not much different from that of a-*CDOXb, but was 
much greater thsm that of /8-CDOAc. 

Table 5. Rate Constants (k) and Half- lives (t^) of /3-CDOMp 
in 0.1 H Carbonate Buffer at Different pHs at 
37*c. 



pH 


k, hr-* 


t,/2, br 


10.5 


1.08 X 10* 


6.40 


11. 0 


2.27 X 10-* 


3.05 


11.5 


4.45 X 10* 


1.56 



EZAHPLE 82 

Difference in Hydrolysis Rate of the Two Diastereoisomers 
of 6^-0- {a-methyl-4- <2-methylpropyl) -benzeneacetyl) -/3- 
cyclodeKtrin (/3-CDOXb) 

The alkaline hydrolysis of the two diastereoisomers of 0- 
CDOIb, 6^-0* ( (S) -a-methyl-4 - (2-methylpropyl) -benzeneacetyl) -jS- 
cyclodextrin (jS-CDOIb*) and 6^-0- ( (R) -a-methyl-4- (2- 
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methylpropyl)-benzeneace-tyl)-/S-cyclodextrin (/8-CDOIb-) , was 
followed by HPLC using an 80% aqueous acetonitrile mobile phase 
in order to resolve the isomers. The retention times for fi- 
CDOIb*, /3-CDOIb- and /S-CD were 13, 15 and 40 minutes 
respectively . 

In carbonate buffers with pH>10, a significant difference 
in hydrolysis rates of the two isomers was observed. For 
example, incvibation of 1:1 mixture of /8-CDOIb+ and /S-CDOIb" in 
0.1 M sodium carbonate (pH - 11.6) at 37 •C for 2 ho\irs showed 
almost complete hydrolysis of /S-CDOIb" with concomitant release 
of /8-CD, but only slight hydrolysis of /5-CDOIb*. After 20 hours 
of incubation some /S-CDOIb* (-10% of total /S-CDOIb) remained 
-unhydrolyzed . 

The half-life of /8-CDOIb" under these conditions is 
estimated as less than 0.5 hours, and the half -life of /8-CDOIb 
is 15 to 20 times greater than than that of ^-CDOIb*. 

EZMfPLE 83 

Hydrolysis of /9-CDOXb in O.l M Carbonate Buffer (pH 11.0) 
at 37»C 

The hydrolysis of the two diastereomers of /8-CDOIb was 
followed for 18.5 hours by HPLC. The retention times for 
diastereomer |8-CD0Ib+, /J-CDGIb' and jS-CD were 8.4, 9.9 and 18.8 
minutes. Baseline resolution of /8-CDOIb* and /8-CDOIb- was 
unsatisfactory and peaJc area data was difficult to obtain. Peak 
height , as an approximation of peak area is also presented as a 
comparison . 

/3-CDOIb- was completely hydrolysed after 4 hours, allowing 
8 data points to be collected. Table 6 shows the first-order 
rate • constant (kj^) , half -life (tj/j) and coefficient of 
determination (r^) obtained from linear regression ' based on peak 
area or peak height. 
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Table 6. Rate Constants (k) » BaK-lives (tu2) and 
Coeffficient of Determination (z^) of ^-CDOXb* in 
0.1 M Carbonate Buffers at pH XI. 0 and 37 "C. 



Parameter Used 


k,^, (hr-') 


tia, (hr) 


r* 


Peak Area 


7.01 X 10-1 


0.989 


0.9748 


Peak Heigbt 


6.17 X 10-1 


1.124 


0.9892 



The half -lif e of /S-CDOIb* iinder "these conditiions is grea-ter 
t:han 10 hours. 

EXMfPLE 84 

Hyarolysls of fi^CDOTb in 0.1 M carboiiat;e Buffer (pH li.5) 
at 37 •C . 

The hydrolysis of the two diastereomers of /S-CDOlb was 
followed by HPLC for 24.5 hours with a 73:27 v/v aoetonitrile - 
water mobile phase. The use of UV detection at 254 mn minimised 
the interference from the carbonate buffer. 

jS-CDOIb" was completely hydrolysed after 3 hours allowing 7 
data points to be collected. After this time a further 9 data 
points were collected reflecting the hydrolysis rate of /3-CDOIb'*'. 
This hydrolysis rate follows first-order kinetics and linear 
regression gave the equation below with a coefficient of 
determination (r^) of 0.9968: 

In (fraction of jS-CDOIb* remaining) --0.1069 x time (hr) + 
0.0282 

This equation allowed the calculation of the peak area of 
/8-CDOIb"^ at times less them 3 hours. The peak area of iS-CDOIb" 
was calculated by subtracting the calculated peak area of jS- 
CDOIb"^ from the measured total peak area of both diastereomers. 
The hydrolysis rate of j5-CDOIb" follows first-order kinetics and 
linear regression gave the eqniation below with a coefficient of 
determination (r^) of 0.9978: 



SUBSTITUTC SHEET 



wo 91/13100 




PCr/AU91/00071 



101 

In (fraction of /8-CDOIb* remaining) = -1.1369 x -time (hr) - 
0.0582 

Table 7. Rate constant (ICm)/ ^be half -life (tj/,) and the 
coefficient of determination (r^) for the 
hydrolysis of ^-CDOIh'^ and /3-CDOIb* at pH 11.5 and 
37*c. 



Diastereoner 
of iS-CDOIb 


icw, (hr-*) 


t,/2, (hr) 


r2 




0.1069 


6.483 


0.9968 


/3-CDOIb- 


1.1369 


0.610 


0.9978 



EZAMPIiE 85 

Hydrolysis of /3-CDOIb in 0.1 K Sodium Hydroxide (pH X3) at 
Room Temperature 

A suspension of /8-CDOIb (5.5 mg) in Milli-Q® water (1 ml) 
was gently heated until all of the solid had dissolved. Sodium 
hydroxide (0.2 N, 1 ml) was added to the solution. An aliquot 
of the 0.1 N hydrolysis mixture was filtered (0.45/xm) and the 
hydrolysis followed t>y HPLC with samples talcen every 10 minutes. 
The hydrolysis of iS-CDOXb' was stereoselective and complete in 4 0 
minutes • 

EXAMPLE 86 

Hydrolysis of /S-CDOlb in 0*05 N Hydrochloric Acid (pH 1.3) 
at 50*c 

A suspension of /8-CDOIb (5.8 mg) in Milli-Q® water (0.5 ml) 
was gently heated until all of the solid had dissolved. 
Hydrochloric acid (0.1 N, 0.5 ml) was added to the solution and 
the resulting pH 1*3 solution was placed in a water bath 
maintained at 50*»C. The hydrolysis was followed by HPLC. The 
hydrolysis of jS-CDOIb* was stereoselective and complete in 24 
hours. 
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BZMCPL^ 87 

Zsola^ion of pp1:icall7 Putb (R) -Xbuprof en by 
Enantioseleetive Hydrolysis of /3-CDOZb 

A diasliereomeric mixture of /3-CDOIb (1.4 g) was dissolved 
with heating in water (200 ml) and equilibrated to 37»C. A 0.2 
H pH 11.5 carbonate buffer (200 ml), equilibrated to 37 ""C, was 
added to the solution with stirring and the mixture incubated at 
37 •C. The hydrolysis was followed by HPLC using a 73:27 v/v 
acetonitrile - water mobile phase and a Waters model 441 UV 
absorbance detector. The retention times for diastereomers A and 
B were 8.6 and 9.9 minutes respectively. ^-CDOIb" was 
selectively hydrolysed to release enriched (R) -Ibuprof en. The 
reaction was terminated after two hours by adjusting the pH of 
the solution to 2.0 with 2N hydrochloric acid. The solution was 
extracted with ether (3 x 200 ml) and the combined orgsmic 
extracts were dried ±n vacuo to give white crystals. The 
recovered (R) -Ibuprof en was converted to its corresponding methyl 
ester and the optical purity measured by n.m.r. using £u(hfc)3 
(a chiral shift reagent) . 

Methyl a-methyl-4- (2-methylpropyl) -benzeneacetate ( (S ^R) - 
XbOMe, 1.2 mg) enriched in (R)*XbOHe was dissolved in 0.6 ml 
CDCI3 giving the expected n.m.r. This solution was poured into 
a* tube containing 3.6 mg Eu(hfc)3. H8 and H9 shifted and H9 
split. The H9 splitting shows a predominance of (R)-lbOMe. 

0.3 ml of this soln was mixed with 0.3 ml (-) -IbOMe/Eu(hf 0)3 
in CDCI3. Eu(hfc)3 remains about 2.1 mg/0.6 ml and concentration 
XbOHe from each solution is the ssune. A definite splitting 
occurs with the major isomer (R) -XbOHe being in 3 times excess 
the minor isomer (S) -XbOMe. 

EXAMPLE 88 

Hydrolysis of /3-CDN8cHP in 0.1 M Tris Buffer (pH 7*8) at 
37*C 

Hydrolysis of the ester was followed by HPLC as previously 
described, except that a 67:33 v/v mixtxire of acetonitrile/water 
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was used as the mobile phase and that a Waters Model 441 UV 
Absorbance Detector at 254 run was used for detection of the 
ester. The retention time of the ester was 5.5 minutes. 

The ester showed very rapid hydrolysis at pH 7.8 and 37 
as indicated by the yellow colour of the released 3-hitrophenol. 
The rate constant (kjj was calculated to be 5.9542 hr'^ which 
corresponds to a half -life of 7.0 lainutes. 

The procedures, equipment, instruments, data processing and 
chemicals used to measure association constants by ultraviolet - 
visible spectroscopy in Examples 89 to 104 were as follows. 

All cyclodextrins were stored in an evacuated dessicator 
over ^2^5- All dirugs were stored in a dessicator over P2O5. All 
dyes were stored in sealed containers to maintain a known water 
content determined by microanalysis. All weights were measured 
on a Mettler AE 160 balance. All spectra were recorded on a 
Zeiss DMRIO doublebeam spectrophotometer with a thermostatted 
cell block (± 0.1 K) at 298 K. cells used for difference spectra 
experiments were two compartment QS 80 cells, with a pathlength 
of either 2 x l.OOO cm or 2 x 0.4375 cm. Cells used for straight 
spectra experiments were single compartment Ql cells of 
pathlength 0.201 cm. Between each sample cells were cleaned with 
acetone, followed by methanol, and sucked dry under gentle tap 
vacuum. All spectral data was recorded digitally on a 
microprocessor (SDK80) , and analyzed using FORTRAN programs on 
a SUN 3/60 workstation. All buffers were made using ultra-pure 
Milli-Q® water as obtained from the Milli-Q® Reagent Water 
System. Solutions needed to be spectrophotometrically clear, 
i.e., all solids needed to be completely dissolved without 
remaining opalescence. If the solutions were not clear they 
caused scattering of the spectrometer light beam, which caused 
greater error in each absorbance reading. 

Impurities in some of the commercially obtained 
cy e lodextri-ns - could-- be detected- -in -the - UV- - spectra - in --the— :pegion 
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300-230 nm. The concentxatlon of titxis impurity varied with each 
cyclodextrin. The significant etbsorbance of these impurities 
meant that the contribution of the cyclodextrin alone to the 
overall absorbwce in the difference spectra could not be 
ignored, which made it necessary to measure the extinction 
coefficients of the cyclodextrin* The inconsistency in the 
levels of impurities mesmt that the extinction coefficient needed 
to be re-measured for each cyclodextrin used. 

To calculate an association constant for the formation of 
a drug-cyclodextrin complex or a dye-cyclodextrin complex the 
variation of the UV spectrum of the drug or dye in the presence 
of cyclodextrin should be measured. Because cyclodextrins eare 
U.V. inactive any veoriation observed in the spectrum would be due 
to the formation of a complex. Usually this would mean measuiring 
the UV spectra of a series of solutions, with varying 
cyclodextrin concentration and constemt drug concentration, 
relative to a solvent reference. This straight spectra method 
was used for some methyl orange systems. In the case of the 
drugs Naproxen, Xbuprofen, Panadol amd Piroxicam, the change in 
the UV spectrum of the drug due to the addition of cyclodextrin 
was not sufficient to allow accurate measurement. This was 
thought to be due to the similarities of the spectra of the drug 
and the drug- cyclodextrin complex, a view confirmed by the fitted 
values obtained for the extinction coefficients of the drug- 
cyclodextrin complex. Thus the difference spectra method was 
used for these systems, in which the spectrum of the 
cyclodextrin/dz-ug solution was not measured relative to the 
solvent, but to a cell with separate compartments containing 
separated cyclodextrin and drug solutions. By varying the 
cyclodextrin concentration simultaneously in the sample and 
reference cells such that the concentrations of drug and 
cyclodextrin are approximately the same in both cells, the 
resultant spectrum must be due ^o the absorbance of the drug- 
cyclodextrin complex from the mixed drug-cyclodextrin solution. 
This spectnm may have a magnitude leurge enough to measure 
accurately, emd if so, a series., of spectra could be obtained 
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which could be used to calcluate an association constant. These 
difference spectra showed an increase in absorbance as the 
concentration of cyclodextrin increased- The difference spectra 
method was also used for the dyes crystal violet and methyl 
orange* 

. <* 

Buffers were used as the solvent for all experiments. For 
experiments at pH 6.9 , a phosphate buffer of ionic strength 0*1 
M was used. This was made by taking 4.4820 g of AR grade 
Na2HP04.l2H2O and 1.7060 g of A.R. grade KH2PO4 and making it up 
using Milli-Q® water to 500 ml in a volumetric flask. The 
density of phosphate buffer was determined to be 1.0029 g.cm-^ at 
298 K (Yin). For experiments at pH 8.6 a tris buffer of ionic 
strength 0.2 M was used. This was made by talcing 55.4 ml of 
1.805 M HCl and 44.6859 g of A.R. grade trizma base and making 
it up using Milli-Q® water to 500 ml in a volumetric flask. Por 
experiments at pH 6.0 a phosphate buffer of ionic strength 0.1 
M was used. This was made by taking 1.746 g of AR grade 
Na2HP04.l2H20 and 4.831 g of A.R. grade KH2PO4 and making it up 
using Milli-Q® water to 500 ml in a volumetric flask. For 
experiments at pH 7.8 a phosphate buffer was used. This was made 
by dissolving 6.055 g of Tris- (hydroxy methyl) -euninomethane and 
10.55 g of calcium chloride dihydrate in 250 ml of Milli-Q® 
water, adjusting the pH to 7.8 with HCl, and diluting to 1 litre 
using Milli-Q® and dry methanol. All stock cyclodextrin and drug 
solutions were made up by weight, using the density of the buffer 
to calculate the concentrations. All UV solutions were made by 
diluting the stock solutions by weight to the appropriate 
concentration. All solutions in a series were made up and their 
UV spectra recorded on the same day, for greater experimental 
consistency. At the start of each experiment a spectral baseline 
was run. For difference spectra this was a spectrum of 
drug/ solvent versus drug/ solvent ; for straight spectra this was 
a spectrum of solvent versus solvent. All spectra were recorded 
in duplicate, and the absorbance data at the * sampled wavelength 
intervals stored on computer. The two repetitions for each 
spectrum were averaged, and the averaged baseline then 
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To calcula-te t:he associa*tion cons'ban't from tihe spect:ra da-ba 
it: was necessary to know Uie extinction coefficients for the 
cyclodextrin and drug or dye alone, so that the contributions of 
these species to the total absorbance could be considered. These 
extinction coefficient values were obtained by recording the 
spectra of several solutions, say five, of vaorying concentrations 
of the drug, dye or cyclodextrin. Each repetition of the sampled 
spectrum was stored on computer, averaged and a solvent versus 
solvent baseline subtracted. This data was then linearly 
regressed to calculate the extinction coefficients at each 
wavelength. As would be expected, the accuracy of these 
extinction coefficient values could have a large effect on the 
fitted values for the extinction coefficients of the cyclodextrin 
complex, but was not foxmd to affect the fitted value of the 
association constant greatly. 

For most of the systems studied, a system in which one 
cyclodextrin was complexed with one drug or dye molecule was 
found. Data from all solutions at one wavelength were fitted 
separately, to give association constants at each wavelength. 
Note that it was not possible to calculate association constants 
at all wavelengths, as it depended on the shape of the spectrum 
as to whether or not a reasonable fit could be obtained at a 
particular wavelength. An estimate of the association constant 
allowed initial calculation of the estimated equilibrium 
concentrations of drug or dye, cyclodextrin and complex. An 
estimate of the extinction coefficient of the complex allowed 
calculation of an estimated absorbance of the sample/reference 
solution. These values, for each cyclodextrin concentration in 
the series r could then be compared to the actual experimental 
values, and new values estimated for the association constcoit and 
the extinction coefficient. Via continued iterations until 
convergence within the specified limit was found, best-fit values 
could be foxind for the association constant and the extinction 
coefficient of the complex. This fitting used a nonlinear least 
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squares fitting program. Best-fit values for the association 
constant and the extinction coefficient were found at all 
suitable wavelengths in the difference spectra. 

Calculations used to fit a simple 1:1 model of complex 
formation: 

The equilibrium and conservation equations: 
A + B <-> AB where [A]0 and [B]o are the initial 

concentrations of A 
K = [AB] / [A] [B] and B 

[A] = tA]o - [AB] i^'i f®3 equilibritao 

concentrations 

[B] = tB)o - [AB] of A and B 

[AB] is the equilibrium 
* concentra-tion of the complex AB 

K is the association constant. 

[A], [B] were expressed in terms of [AB] , substituted in the 
expression for the equilibrium constant, and the resulting 
quadratic equation solved for [AB] , the concentration of drug- 
cyclodextrin complex at equilibrium. 

a = K 

b - -K([A]o + [B]o + (1/K)) 
c = K[A]o[B]o 

=> [AB] = (-b + (b^ - 4ac)»'2) / 2a 

The equations describing the absorbance : 
Abs (sample cell) = 1(E(A)[A] + E(B) [B] + E(AB)[AB]) 
Abs (reference cell) = E(A) [A] + E(B) [B] for difference spectra 
method 

Abs (reference cell) = 0 for straight spectra method 

Abs (measured) = Abs (sample) - Abs (reference) 
where l = path length of the cell, 

E(A) , E(B) = extinction coefficients of A and B, 
E(AB) = extinction coefficient of the complex AB. 



K/E(AB) are estimated and iterated until convergence is 
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found. 



Theore'blcally, 'the associat:ion cons'banl: should be cons-tant: 
vit:hln errors over all vaveleng^s. The actual values for -the 
association cons*tant were found 'to vary with wavelength, and thus 
needed to be averaged to give a final association constant value. 
From the difference spectrum, regions were chosen which had a 
reasoneUsle change in absorbance across the cyclodextrin 
concentration range. The association constant values at these 
wavelengths were accepted as reasonable to include in the 
average, amd were weighted according to the reciprocal of their 
error, emd a mean value calculated. The root-mean-sguare 
deviation of the accepted values could then be calculated to give 
a final value, with error, for the association constant. 



Measurement of association constant between a-*CD and 
Naproxen 

A stock solution of 8 .27x10^ M Naproxen and a stock solution 
of 1.34x10'^ M a-CD were made up in phosphate buffer at pH 6.9. 
A total of 17 spectra were run, both sample and reference 
solutions being made up by weight dilutions of the stocks. 

sample [a-CD] = 6.43, 6.22, 5.92, 0.581, 0.311 xlO"^ M 

reference [a-CD] « 12.8, 12.4, 11.9, 1.16, 0.623 xlO'^ M 
sample [Naproxen] = (4.135 ± 0.005) x 10^ M 
reference [Naproxen] = 8.27 xlO"^ M 

The spectrum of each saonple/ref erence solution pair was 
recorded in 2.000 cm pathlength cells over 340-280 nm, saunpling 
at 1.0 nm intervals, using an integration time of 6.4 seconds per 
wavelength and a band width of 1.0 nm. Fitted values in the 
region 340-333 nm and 294-288 nm were averaged to give an 
association constant of 16 ± 1. 



EXMfPZiE 89 
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Measurement of association constant between and 
Naproxen 

A stock solution of 8 . 92x10^ M Naproxen and a stock solution 
of 1.58x10'^ M iS-CD were, made up in phosphate buffer at pH 6.9. 
A total of 16 spectra were run, both sample and reference 
solutions being made up by weight dilutions of the stocks. 

sample [/S-CD]«7 . 71, 7.04, 6.44, ... , 0.643, 0.331 XlO"^ M 
reference [/3-CD]«15. 4 , 14.1, 12.9, ... , 1.29, 0.662 xlO"^ M 
sample [Naproxen] = (4.455 ± 0.005) x lO"' M 
reference [Naproxen] =8. 92 xlO^ M 

The spectrum of each sample /reference solution pair was 
recorded in 2.000 cm pathlength cells over 340-280 nm, sampling 
jat 1.0 nm intervals, using an integration time of 6.4 seconds per 
wavelength and a band width of 1.0 nm. Fitted values in the 
region 339-334 nm and 293-289 nm were averaged to give an 
association constant of 670 ± 40. 

Measurement of association constant between and 
Naproxen 

A stock solution of 7'. 99x10"^ M Naproxen and a stock solution 
of 1.2x10'^ M 7-CD were made up in phosphate buffer at pH 6.9. 
A total of 23 spectra were run, both sample and reference 
solutions being made up by weight dilutions of the stocks. 

sample [7-CD]=5 .7,5 , 5,50, 5.17, ... , 0.487, 0.242 xlO'^ M 
reference [7-CD]=11.4, 10.9, 10.3, ... , 0.970, 0.484 xlO*^ M 
sample [Naproxen] = (3.95 ± 0.05) x 10"* M 
reference [Naproxen] =7.99 xlO^ M 

The spectrxim of each sample/reference solution pair was 
recorded in 2.000 cm pathlength cells over 350-280 nm, sampling 
at 1.0 nm intervals, using an integration time of 6.4 seconds per 
wavelength and a band width of 1.0 lim. Fitted values in the 
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region 340-334 nm and 293 --2 88 nm were averaged give an 

association cons*tan*t of 120 ± 10. 

EZMfPLE 92 

Measurement of association constant between dimetliyl-/S* 
cyclodeztrln (DIHEB) and Haproxen 

A stock solution of 7 « 68x10"^ M Naproxen and two stock 
solutions of 1.44x10'^ M and 2.88x10*^ H DIMEB were made up in 
phosphate buffer at pH 6.9. A total of 20 spectra were run, both 
sample said reference solutions being made up by weight dilutions 
of the stocks. 

sample [DIMEB] =6. 69, 5.82, 4.80, ^. , 0.219, 0.102 xlO*^ M 
reference [DIMEB]=13 . 4 , 11.6, 9.61,..., 0.439, 0.204 xlO'^- M 
sconple [Naproxen 3=3.8 4 xlO"^ M 
reference [Naproxen] =7. 68 xlO** M 

The spectrum of each sample/reference solution pair was 
recorded in 0.8750 cm pathlength cells over 340-280 nm, sampling 
at 1.0 zm intervals, using an integration time of 1.6 seconds per 
wavelength and a slit width of 0.4 nm. Fitted values in the 
region 340-331 nm, 325-321 nm and 289-285 nm were averaged to 
give an association constant of 510 ± 80. 
i 

EXAMPLE 93 

Measurement of association constant between /S-CDNHj and 
Naproxen 

A stoclc solution of 7.68x10^ M Naproxen and a stock solution 
of 2.03x10*^ M /5-CDNH2 were made up in phosphate buffer at pH 6.9. 
A total of 14 spectra were run, both sample and reference 
solutions being made up by weight dilutions of the stocks. 

sample t/8-CDNH2]=9.45, 8.50, 7.51, ^. , 2.15, 1.66 xlO'^ M 
reference [/5-CDNH2]=18.9, 17.0, 15.0, ^, 4.29, 3.32 xlO'^ M 
sample [ Naproxen] =3 • 84 xlO"^ M 
reference [Naproxen] =7 . 68 xlO"* M 
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Tlie spectrxm of each sample/reference solution pair was 
recorded in 0.8750 cb pathlength cells over 340-280 nm, sampling 
at 1.0 ran intervals, using an integration time of 1.6 seconds per 
wavelength and a slit width of 0.6 nm. Fitted values in the 
region 340-331 nm, 319 nm and 291-285 nm were averaged to give 
an association constant of 640 ± 100. * 

EXMSPImB 94 

Measurement of association constant between ^-CDXI4N and 
Kaproxen 

A Stock solution of 7.80 x lO** M Naproxen and a stock 
solution of 4.23 X lO*' M /5-CDN4N were made up in tris buffer at 
pH 8.6. A total of 15 spectra were run, both sample and 
reference solutions being made up by weight dilutions of the 
s^tocks • 

sample [/8-CDN4N]=19 . 6, 17.9, 15.8, , 3.73, 2.78 XlO'^ M 
reference [/3~CDN4N]=39.2, 35.8, 31-6, ^, 7.47, 5.55 XlO'^ M 
sample [Naproxen] =3 . 90 xlO^ M 
reference [Naproxen] =7. 80 xlO"^ M 

The spectrim of each sample/ reference solution pair was 
recorded in |o.8750 cm pathlength cells over 340-270 nm, sampling 
at 1.0 ran intervals, using an integration time of 1.6 seconds per 
wavelength and a slit width of 1.0 nm. Fitted values in the 
region 340-332 nm, 323 nm and 290-287 nm were averaged to give 
an associatijon constant of 150 ± 30. 

i 

EXAMPLE 95 

Measurement of association constant between ^-CD and 
Xbuprofen 

A stock solution of 6.92x10"^ M Xbuprofen and a stock 
solution of 1.49x10*^ M /S-CD were made up in phosphate buffer at 
pH 6.9. A total of 18 spectra were run, both sample and 
reference solutions being made up by weight dilutions of the 
stocks • 
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sample [/5-CD] = 7.44, -6.43, 6.09, ^. , 1.39, 1.02 XlO'^ M 
reference [/S-CD] = 14.9, 12.8, 12.2, ... , 2.75, 2.02 xlO'^ M 
sample [Ibuprofen] = (3.455 ± 0.005) xlO-^ M 
reference [Ibuprofen] - 6.92 xlO'^ M 

The spectrum of each sample/reference solution pair was 
recorded in 2.000 cm pathlength cells over 280-250 nm, seonpling 
at 0.5 nm intervals, using an integration time of 6.4 seconds per 
wavelength and a band width of 1.0 nm. Fitted values in the 
region 277-274 nm were averaged to give an association constant 
of 2900 ± 500. 

EXl^IiE 96 

Measurement of association constant between DIMES mnd 
Xbuprofen 

A stock solution of 7.00x10*^ M Ibuprofen and three stock 
solutions of 4.37 X 10-^ M, 8.91x10*^ M and 4.47x10"^ M DIHEB were 
made up in phosphate buffer at pH 6.9. A total of 16 spectra 
were run, both sample and reference solutions being made up by 
weight dilutions of the stocks. 

sample [DIMEB]=21 . 8 , 10.5, 5.21, 0.997, 0.495 XIO'^ M 

reference [DIMEB]=43 .7 , 20.8, 10.5, ^.,1.98, 0.992 xlO"^ M 
sample [Ibuprofen] =3 .43 - 3.51 xlO*^ M 
reference [Ibuprofen]— 7. 00 xlO'^ M 

The spectrum of each sample/reference solution pair was 
recorded in 2.000 cm pathlength cells over 280-268 nm, sampling 
at 0.5 nm intervals, using an integration time of 3.2 seconds per 
wavelength and a slit width of 1.0 nm. Fitted values in the 
region 277-275 nm were averaged to give an association constant 
of 9100 ± 500. 



SUBSTITUTE SHEET 



RNSDOCID: <WO 9113100A1 1 > 



wo 91/13100 




PCr/AU91/00071 



113 
EZIOfPLE 97 

Heasurement of association constant between DIMES and 
Firoxicam 

A stock solution of 1.96x10"* M Piroxicam and a stock 
solution of 1.49x10-^ M DIMEB were made up in phosphate buffer. 
A total of 20 spectra were run^ both sample and reference 
solutions being made up by weight dilutions of the stocks. 

sample [DIMEB] = 7.08, 6.83, 6.65, ^. , 1.33, 0.970 XlQ-^ M 
reference [DIMEB] =14.1, 13.7, 13.3, ^, 2.67, 1.93 xlO'^ M 
sample [Piroxicam] = 9.785 ± 0.005 xlO'^ M 
reference [Piroxicam] ==1.96 xlO^ M 

The spectrum of each sample/ reference solution pair was 
recorded in 0.8750 cm pathlength cells over 420-330 nm, sampling 
-at 1.0 ran intervals, using an integration time of 3.2 seconds per 
wavelength and a slit width of 0.8 nm. Fitted values in the 
region 420-391 nm were averaged to give an association constant 
of 53 ± 1. When values in the region 390-386 nm and 349-348 nm 
were included in the average the association constant was 
averaged to be 53 ± 14. 

1 EXAMPLE 98 

Measurement of association constant between P^CT> and 
Panadol 

A stock solution of 3.96x10^ M Panadol and a stock solution 
of 1.17x10'^ M /8-CD were made up in phosphate buffer at pH 6.9. 
A total of 18 spectra were run, both sample and reference 
solutions being made up by weight dilutions of the stocks. 

sample [/S-CD] = 4.90, 4.61, 4.31, 0.215, 0.0998 X 10"^ M 

reference [jS-CD] =9.78, 9.23, 8.63,..., 0.421, 0.212 x 10"^ 

M 

sample [Panadol] = (1.982 ± 0.002) x 10^ M 
reference [Panadol] =3.96 x 10"* M 



The spectrum of each sample /reference solution pair was 
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recorded in 0.8750 cm pathlength cells over 300-220 im, saaipling 
at 1.0 im intervals, using an integration time of 3.2 seconds per 
wavelength and a beuid width of 1.0 nm. Fitted values in the 
region 267*250 nm were averaged to give an association constsmt 
of 130 ± 10. 

EXAMPLE 99 

Measurement of association constant between DIMES and 
Panadol 

A stock solution of 3.94x10^ M Panadol and a stock solution 
of 1-005x10"^ M DIMES were made up in phosphate buffer at pH 6.9. 
A total of 19 spectra were run, both sample and reference 
solutions being made up by weight dilutions of the stocks. 

sample [DIMEB] = 5.03, 4.60, 4.30, ^, 0.207, 0.100 X 10"^ M 
reference [DXMEB] = 10.1, 9.20, 8. 60,..., 0. 413 , 0.200 X -10*^ 

M 

sample [Panadol] = (1.972 ± 0.002) x 10^* M 
reference [Panadol] = 3.94 x 10"* M 

The spectrum of each sample/reference solution pair was 
recorded in 0.8750 cm pathlength cells over 300-220 nm, sampling 
at 1.0 nm intervals, using an integration time of 3.2 seconds per 
wavelength and a band width of 1.0 nm. Fitted values in the 
region 259-255 nm were averaged to give an association constant 
of 83 ± 3. VThen values in the region 261-260 nm, 254 nm and 232- 
224 nm were included in the average the association constant was 
averaged to be 110 ± 50. 

EZAMPI.E XOO 

Measurement of association constant between /S-cyclodextrin 
and Crystal violet 

A Stock solution of 1.56x10^ M Crystal Violet and a stock 
solution of 1.60x10"^ M /3-CD were made up in phosphate buffer at 
pH 6.9. A total of 16 spectra were run, both sample and 
reference solutions being made up by weight dilutions of the 
stocks . 
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sample [/8-CD]=11.7 , 12.7, 14*2, ^. , 0.828, 0.778 xlO'^ M 
reference [/S-CD] = 0 

sample [Crystal Violet] = 1.55 x 10"^ M 
reference [Crystal Violet] =3.10 xlO'^ M 

The spectrum of each sample was recorded in 0.8750 cm 
pathlength cells over 650-550 nm, sampling at 1.0 nm internals, 
using an integration time of 1.6 seconds per wavelength and a 
slit width of 0.8 nm. Fitted values in the region 646-612 nm 
were averaged to give an association constant of 2400 ± 200. 

EXAMPLE lOX 

Measurement of association constant between and 
Crystal violet 

A stock solution of 1.56x10^ M Crystal Violet and a stock 
solution of 3.00x10"^ M /3-CDNH2 were made up in phosphate buffer 
at pH 6.9. A total of 15 spectra were run, both sample and 
reference solutions being made up by weight dilutions of the 
stocks . 

sample [i8-CD]=24.8, 19.7, .14.6, «. , 0.925, 0.865 XlO'^ M 
reference [jS-CD] = 0 

sample 1 [Crystal Violet] = 1.63 x lO'^ M 
reference [Crystal Violet] =3.25 xlO"^ M 

The spectrum of each sample was recorded in 0.8750 cm 
pathlength cells over 650-550 nm, sampling at 1.0 nm intervals, 
using an integration time of ,1.6 seconds per wavelength and a 
slit width of 0.8 nm. Fitted values in the region 650-617 nm 
were averaged to give an association constant of 680 ± 50, 
whereas if values in the region 590-566 nm were included in the 
average the association constant was averaged to be 800 ± 800. 
A repeat of this experiment over a different range of ^-CDNHj 
concentrations gave very similar results. 
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EXAMPLE 102 

Measurement of association constant between ^-CD and Methyl 
Orange 

A stock solution of 1, 05x10*^ H Methyl Orange and a stock 
solution of 1, 49x10"^ M jS-CD were made up in phosphate buffer at 
pH 6.0. A total of 16 spectra were run, both sample and 
reference solutions being made up by weight dilutions of the 
stocks • 

sample [/S-CD]=7.03, 6.59, 6.02, ^ , 0.419, 0.0857 XlO'^ M 
reference [jS-CD] = 0 

sample [Methyl orange] = (5.235 ± 0.001) x 10'^ M 
reference [Methyl Orange] = 10.5 x 10"^ M 

The spectrum of each sample was recorded in 0.8750 .cm 
pathlength cells over 550-400 nm, sampling at 1.0 nm intervals, 
using an integration time of 1.6 seconds per wavelength and a 
slit width of 0.8 nm. Fitted values in the region 550-468 nm and 
435-424 nm were averaged to give an association constant of 3300 
± 600. 

EZAHPI»£ 103 

Measurement of association constant between /3-CDMH2 and 
Methyl Orange 

A stock solution of 1.05x10"^ M Methyl Orange and a stock 
solution of 2.81x10'^ M /3-CD were made up in phosphate buffer at 
pH 6.0. A total of 15 spectra were run, both sample and 
reference solutions being made up by weight dilutions of the 
stocks . 

sample [/S-CD]=12 . 8 , 12.0, 10.9, ... , 0.845, 0.788 xlO'^ M 
reference [/3-CD] = 0 

scoaple [Methyl Orange] = (5.236 ± O.OGl) x 10*^ M 
reference [Methyl Orange] = 10.5 x 10*^ M 

The spectrum of each sample was recorded in 0.8750 cm 
pathlength cells over 550-400 nm, sampling at i.o nm intervals, 
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using an integration time of 1.6 seconds per wavelength and a 
slit width of 0.8 nm. Fitted values for a 1:1 model in the 
regions 550-460 nm and 440-433 nm were averaged to give an 
association constant of 500 ± 500. However it was found that a 
model where the Methyl Orange is complexed by two cyclodextrins 
could be fitted. Fitted values for a 2:1 model in the region 
530-480 nm were averaged to give association constants of K, = 
1900 ± 300 and Kj = 23 + 4. 

EZAMPIiE 104 

Measurement of association constant between aoCDjNSe and 
Methyl orange 

A stock solution of 6.09x10-* M Methyl Orange and a stock 
. solutions of 2.99x10-^ and 3.09xlO-*M a-CDaNSc were made up in 

phosphate buffer at pH 6.0. A total of 20 spectra were run, both 
- sample and reference solutions being made up by weight dilutions 

of the stocks. 

sample [a-CD2NSc]=19 . 8 , 17.9, 16.0, 0.827, 0.726 xl0"» M 

sample [Methyl Orange] = (2.030 ± 0.001) x 10"^ M 

i 

The spectrum of each sample was recorded in 0.201 cm 
pathlength cells over 500-400 nm, seunpling at 1.0 nm intervals, 
using an integration time of 6.4 seconds per wavelength and a 
slit width o'f 0.4 nm. Pitted values in the region 480-460 nm and 
439-435 nm were averaged to give an association constant of 3600 
± 1600. I 

I 

The procedures, equipment. Instruments, data processing and 
chejtticals used to titrate the cyclodextrin derivatives in 
Examples 105 to 111 were as follows. 

The glass titration vessel, about 100 ml in volume, has 
three vertical holes for nitrogen purging tube, pH electrode and 
receiving solution from the burette respectively. It has a water 
jacket connected to a thermostatted water bath to keep the 
temperatxire constant during titration protiesses. A teflon coated 
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magnet:ic stiirring bar, -1.5 cm long, was used "bo homogenize t:he 
solu-tion after each adding of the standard solution (titrant) • 
ROSS pH electrode (model No. 81-03, Orion Research Incorporated) 
and a pH meter (PHM64a, Radiometer A/S Copenhagen) with precision 
of 0.001 pH tinit were used in all the reported pH measurements. 

HCl and/ or NaOH solutions are used as titrants in all the 
measurements of pKa's of cyclodextrin derivatives. They are 
prepared and standardized in the following way« 

HCl solution was stamdardized as follows. Dilute from any 
higher concentration of HCl solution to about 0.005 M in a 500 
ml voltmetric flask using Milli-Q® water. Standardize the 
solution with Borax (disodium tetraborate, AR) to the precision 
of 0.001 millimolar. The end point is at about pH 5.1, for which 
Methyl red is a suitable indicator. However, since the color 
change is not sharp enough for standardizing such a diluted 
solution to the required precision, ^ich is commonly <0.1%, a 
pH electrode was used to determine the end point. Meanwhile, the 
initial volume of the Borax solution in the vessel has to be 
controlled with a pipet, and the weight of Borax samples for 
repetitions have to be within the accuracy of 0.001 g. The 
Milli-Q® water used to make Borax solution was bubbled with high 
purity nitrogen gas for one hour. 

Carbon dioxide free NaOH was prepared as follows. Weigh 
about 5 grams AR grade NaOH into a small volumetric flask, add 
5 ml Milli-Q® water, stand by for 24 hoiurs. Deccoit the solution 
into 1 litre nitrogen bubbled Milli-Q® water. Standardize this 
carbon dioxide free NaOH solution in the normal way with 
potass ixim hydrogen phthalate. 

A phosphate buffer solution (0.025 M disodium hydrogen 
ortho-phosphate and 0.025 M potassium dihydrogen phosphate) of 
pH -7 is used to standardize the pH meter since the iso pH of the 
ROSS electrode is 7. Either 0.05 M potassium hydrogen phthalate 
solution (pH -4) or 0.01 M disodixam. tetraborate solution. (pH -9) 
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can be used to determine the slope depending on the pH range of 
the measurement. Generally the pH 4 buffer is preferred because 
of the interference of carbon dioxide at high pH. 

The direct pH titrations for the cyclodextrln derivatives 
are performed in the normal way. 0.5 ml increments of the 
titrants produces sufficient nxunber of data points for high 
precision data fitting* The results of pKa and the fitted 
pxirities are usually checked with back titrations, in which acid 
or base of high concentration is added (normally not more than 
10 ml) to reach the pH value of the final end point estimated 
from a direct titration before the recorded titration is 
performed in the normal manner. If the sample is a base, 
nitrogen purging for half an hour follows the acidification 
^before the back titration with the NaOH. The temperature was 
held at 25.0 for all the experiments reported below. 

The relationship between the volume of the added titrant and 
the resulted pH value can be derived from the acid dissociation 
constant expressions and the charge and mass balance equations. 
The theoretical titrant volume is expressed as a non-linear 
function of the corresponding concentration of free acid 
(converted from the measured pH value) , with the total eunount of 
sample used (in millimole) and the initial volume (millilitre) 
of the solution as the fixed parameters and the estimated acid 
dissociation constants as the variable parameters. The 

calculated volumes are compared to the experimental values using 

I 

a non-linear least squares fitting computer program. The new 
values are calculated via reestimation of the unknown acid 
dissociation constants in continuous iteration until convergence 
(within the specified limit of error) is found between the 
measured and calculated titrant volumes. This process allows the 
establishment of the best-fit values for the acid dissociation 
constants of the chemicals titrated. 

Prior to the fitting process, the measured pH values are 
corrected for electrode error . The slopes and the intercepts of 
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the linear equation for the pH correction are experimentally 
determined for different conditions (mainly ionic strength) by 
titrating stamdardized HCl with standardized NaOH. The pK^ for 
different ionic strength are also determined by the same 
experiments and the appropriate value is used in the fitting. 

[potassium chloride] = 0.5, T=25*0 «C 

pH( corrected) = 1.0035 x pH (measxired) + 0.085, pKw - 

13.90 

[potassium chlorideJ^O . 0, T = 25.0 

pH( corrected) = 0.9999 x pH (measured) + 0.142, pKw = 

14.16 

In all the direct titrations of cyclodextrin amine 
derivatives with HCl, electrode drifting after the pH passes the 
pKa of a mono amine or the second pKa of a diamine has been a 
cause of difficulties in titration and significant uncertainties 
eoaong the repetitions. Xt took up to X.5 hours for the electrode 
to stablize after drifting from lower to higher pH at one data 
point in the worst case. And very often it ended up with a pH 
value higher than that of a few steps back. Depending on the 
allowed sted^ilizing time in the repetitive titrations of one 
cyclodextrin amine, the fitted pKa's could vary by --0.4 pH unit, 
as happened for i8-CDN4N. 

EXAMPLE 105 
Titration of /S-CDNHs.Cl 

Pure /3-CDNH3CI (0.1371 g) and potassium chloride (1«67 g) 
were dissolved in Milli— Q® water (40.0 ml) in the titration 
vessel. 0.005765 N sodivun hydroxide containing 0.5 M potassium 
chloride was used to titrate the sample solution from pH 4.5 to 
10.1. The fitted pKa is 8.83 ± 0.01 at 25 ®C and an ionic 
strength of 0.5. 

EZ&HPLE 106 
Back titration of a-CDllH2 

a-CDNHj (0.1216 g) and potassium chloride (1.6716 g) were 

SUBSTITUTE SHEET 



91/13100 



PCr/AU91/00071 



121 

dissolved in nitrogen bubbled Milli-Q® water (40.0 ml) . 0.36 ml 
of 0.36 M HCl solution was added to neutralize the titrant to pH 
3.7. After standing for 2 hours 0.005855 N NaOH containing 0.5 
M potassium chloride was used to titrate the sample solution to 
pH 10.435. The initial volume was 40.0 ml + 0.36 ml + 2.20 ml 
(NaOH used to neutralize the excessive hydrogen ion introduced 
in the acidification process). The fitted pKa is 8.81 ± 0.01 
xmder the condition of 25.0 "C and 0.5 ionic strength. 

EXAMPLE 107 
Direct titration of |8-CDH8c 

jS-CDNSc (0.1259 g) and potassium chloride (1.67 g) were 
dissolved in Milli-Q® water (40.0 ml). 0.005765 M NaOH 
■containing 0.5 M potassium chloride was used to titrate the 
'sample solution from pH 3.6 to pH 10.5. The fitted pKa is 4.69 
-± 0.02 under the conditions of 25.0 «»C emd 0.5 ionic strength. 

EZl^LE 108 
Back titration of /S-CDKSc 

/3-CDNSc (0.1481 g) and potassium chloride (1.85 g) were 
dissolved in Milli-Q» water (4p.0 ml). 1.02 ml 0.1171 N NaOH 
containing 0.5 M potassium chloride was added and pH was 9.97. 
0.004945 N HCl with 0.5 M potassiiam chloride was used to titrate 
the sample s^olution from pH 9.97 to 3.4. The initial volume was 
40.0 ml + 1.02 ml + 3.52 ml (HCl used to neutralize the excessive 
hydroxide ion introduced in the adding of NaOH) . The fitted pKa 
is 4.60 ± o|o06 under the conditions of 25.0 "C and 0.5 ionic 
strength . i 

The average of the above results gives the pKa for ^-CDNSc 
as 4.65 ± 0.02. 

EXAMPLE 109 
Direct titration of j8-CDNGl 

/S-CDNGl (0.1310 g) and potassium chloride (1.67 g) were 
dissolved in Milli-Q® water (40.0 ml) in the titration vessel. 
0. 0^5765 M COj free NaOH containing 0.5 M potassium chloride was 
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used to *tit:ra*ke t:he sample solution from pH 3.6 -bo pH 10.29. The 
flt:1:ed pKa Is 4.70 ± 0.01. 

EXAMPIiE 110 
Back tit:ra1:ion of /3-CDH4H 

i3-CDN4N (0.1192 g) BXid pot:asslum chloride (1.67 g) were 
dissolved in 0.004945 H hydrochloric acid (40.0 xal) • Hie molar 
ra-tio of /3-CDN4N 1:o hydrochloric acid is 1:1 on -the basis of 100% 
purity for i3-CDN4N. After standing for 2 hotirs, 0.005765 M 
sodium hydroxide containing 0.5 M potassium chloride was used to 
titrate the sample solution from pH 5.5 to pH 10.1. The fitted 
pKai is 8.56 ± 0.02, pKaj is 10.33 ± 0.01 at 25**C and an ionic 
strength of 0.5. 

SXMfPLE 111 
Back titration of /?-CDM6N 

/3-CD1I6N (0*0914 g) and potassium (1.67 g) chloride were 
dissolved in Milli--Q<» water (40.0 ml). 0.36 M HCl (0.42 ml) was 
added to acidify the sample solution to pH 3.5. After standing 
for at least 2 ho\irs 0.005855 M NaOH containing 0.5 M potassium 
chloride was used to titrate the solution to pH 10.5. The 
initial volime was 40.0 ml + 0.42 ml + 2.67 ml ( NaOH used to 
neutralize the excessive hydrogen ion introduced in the 
acidification). The fitted pKal is 8.87 ± 0.005, pKa2 is 10.15 
± 0.005 under the conditions of 25.0**C and 0.5 ionic strength. 

The pTocedures, equipment^ instruments, data processing and 
chemicals used to measure association constants by fluorescence 
spectroscopy in Examples 112 to 118 were as follows. 

A Perkin-Elmer 3000 Fluorescence Spectrometer is used in all 
the experiments of fluorescence measurement. The sample cuvette, 
1 cm^, is not thermostatted . In the experiments using TNS as the 
fluorophore, the excitation wavelength is 366 nm and a cut off 
filter at 390 nm is installed in the emission light path. The 
intensities of the fluorescence of all samples are measured at 
the peak wavelength which should be searched 400 nm to 
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500 rm for each different cyclodextin. 

TNS potassium salt (SIGMA) was dissolved in a phosphate 
buffer (0,025 M potassium dihydrogen phosphate + 0.025 M di- 
sodium hydrogen orthophosphate , pH=6.9, 1=0.1) to make a stock 
solution of 5.007x10"^ M. aCD and were suplied by Nihon 

Shokxihin Kako Co. • 

The fluorescence spectrum and the guantiim yield of many 
fluorescing materials are sometimes dependent on the local 
molecular environment. For example, the fluorescing probe 
molecule used in the following experiments, 2*-p-toluidinyl- 
naphthalene-6-sulphonate (TNS), is essentially non-fluorescent 
in water, but is highly fluorescent when dissolved in nonpolar 
solvents or when bound to macromolecules . It has been used as 
a microprobe for conformation changes in the proteins to which 
it binds. 

It was also found that TNS can be included in the annuli of 
some cyclodextrins or cyclodextrin polymers in which cases the 
fluorescence of TNS in aqueous solution is enhanced to different 
extend depending upon the including molecules and their 
concentrations in the solution [A. Harada et.al. Macromolecules 
10 > 676-681 1 (1977) ] . This observation allows the measurement for 
the stability constant of the inclusion by varying the 
concentration of one cyclodextrin while keeping the TNS 
concentration constant. 

Since the fluorescence intensity of the unincluded TNS 
molecules in the aqueous solution can be neglected, the measured 
fluorescence intensities at the presence of various cyclodextrins 
can be approximated to be proportional to the concentration of 
the included TNS molecules, e.g., [CD-TNS] in the case of 1:1 
inclusion, or [CDj-TNS] in the case of 2:1 inclusion, etc. 

Model for 1:1 inclusion: 

When the concentr^tion^^of- the^:free cyclodextrin,. . [-CD]^, ..is.. 

SUBSTITUTE SHEET 



wo 91/13100 



PCr/AU91/00071 



124 

always much greatier tiian 'that of conplexed cyclodexteln, [CD- 
TNS], Beasxired fluorescence intensity, X, lias the following 

relation with the total concentration of cyclodextrin, [CD] : 

I = litf K[C!D] / ( 1+K[CD] ) 

where K is the steibility constant, is fluorescence 

intensity at infdLnite concentration of cyclodextrin. The 
nonlinear fit of the measured X vs [CD] should yield the 
estimation of K. 

The double reciprical form of the aibove ecpiation, i.e., l/I 
as a line2tr function of I/[CD], is sometimes applied to comfirm 
the 1:1 ratio of the inclusion. The stability constant can also 
be calculated from the fitted slope of the straight line. 

Model for 2:1 inclusion: 

V9hen [CD]f is always much greater than [CDj-^TNS], X is 
related to [CD] as the following: 

I=( aK,[CD]+K,K2[CD]2 ) Xj^f / ( 1+K|[CD]+K,K2[CD]2 ) 

where Kj is the first stability constant for the 1:1 
inclusion at lower cyclodextrin concentration, and K2 is the 
second stability constemt for the 2:1 inclusion at higher 
cyclodextrin concentration. a is the ratio of the molar 
fluorescence enhancement by the 1:1 complex (CD-TNS) to the molcir 
enhancement by the 2:1 complex (CD2-TNS) . The three unknown 
parcuneters, Ki, K2 and a, are estimated simultaneously when a non- 
linear fitting is performed with the measiired I vs. [CD]. 

The non- linear fitting subroutine used in all the data 
analysis for the fluorescence experiments is DATAFXT by Dr T. 
Kurucsev, interfaced by a main program called FLUa.NLF.F. 
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EXUSSImE 112 

Measurement of fluorescence of o«-CD vith TM8 

The weak fluorescence of the mixture of TNS and a-CD has no 
spectral shift compared to that of TNS in buffer only. No 
enhancement in intensity was observed with [CD] in the range from 
1.0x10*^ M to I.OXIQ-^ M , ([TNS]«1.0xl0-* M in all samples). 
Conclusion: the stability constant of the inclusion of TNS by a- 
CD is too small to be measured with this method, or the inclusion 
has no effect on the fluorescence of TNS. 

EXIOIPLE 113 

Measurement of fluorescence of a-CD2NSc with TNS 

The weak fluorescence of the mixt\ire of TNS and a-CDjNSc has 
no spectral shift compared to that of TNS in buffer only. No 
enhancement in intensity was observed with [CD] in the range from 
1.0X10* M to l.OxlQ-^ M ([TNS]=1.0xlO-^ M in all samples). 
Conclusion: the stability constant of the inclusion of TNS by a- 
CD2NSC is too small to be measured with this method, or the 
inclusion has no effect on the fluorescence of TNS. 

EXAMPLE 114 

Measiurement of fluorescence of /3-CD with TNS 
Two /SyCD stock solutions of 0.010 M and 0.00010 M 
respectively, were prepared by (1) disolving 0.2841 g /8-CD in 
25.0323 g phosphate buffer solution (pH=6.9, 1=0.1); and (2) 
diluting 0.2565 g of the above /3-CD solution to 25.6496 g using 
the same buflfer solution. 33 sample solutions, 5 ml of each, were 
prepared by mixing the appropriate /5-CD stock solutions and the 
buffer with 0.50 ml of 5.007xlb'^ M TNS stock solution so that the 
[TNS] in all samples were 5.0x10"^ M, and [CD] were in 2:1, 2-5:1, 
3:1, 10:1, 12.5:1, 100:1, 120:1, 500:1, ^, 1000:1, and 
1200:1 ratio to [TNS] . The peak of the fluorescence was found to 
be at 455 nm. The fluorescence intensities at this wavelength, 
increasing with the increase of [CD] , were measiired for all the 
sample solutions. 



The data fitted with the equation of 2:1 inclusion model 
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very Well, resul-ting two stability constaunts (for 1:1 

inclusion) as 4000 ± 286 IT^ arid K2 (for 2:1 inclusion) as 84 ± 5 
M"^ respectively* 

EXMSPJX 115 

Measurement of fluorescence of fi^CD^ox vith TNS 

/3-CD2NOX stock solution of 0.001001 M was prepared by 
disolving 0.0891 g of jS-CDjNOx in 19.1668 g phospate buffer 
solution (pH=6 . 9 , 1=0 . 1) , then diluting 15 . 3 9 ml of the above 
solution to 30.77 ml with the same buffer solution. 18 seonple 
solutions, 6 ml of each, were prepared by mixing the appropriate 
amount of /S-CD2NOX stock and the buffer solutions with 0.12 ml of 
5.007x10'^ M TNS stock solution so that the [TNS] in all samples 
were l.OxlO"* and [CD] were in 2.75:1, 5:1, 10:1, 100:1^ 
300:1 ratio to [TNS]. The peak of the fluorescence was foimd to 
be at 425 nm. The fluorescence intensities at 430 nm, increasing 
with the increase of [CD], were measured for the saunple 
solutions • 

The data fitted with equation of 1:1 inclusion model very 
well, resulting a single stability constant K as 29000 ± 312 M"^. 

EXT^LE 116 

Measurement of fluorescence of /S-CDjNSc with TNS 
/8-CD2NSC stock solution of 0.00200 M was prepared by 
dissolving 0.0956 g jS-CDjNSc in 20.3359 g phosphate buffer 
solution (pH=6.9, 1=0.1). 20 sample solutions, 2.0 ml of each, 
were prepared by mixing the appropriate eaaount of /S-CDjNSc stock 
and the btiffer solutions with 0.040 ml of 5.007x10-* M TNS stock 
solution so that the [TNS] in all samples were 1.0x10"* M, and 
[CD]s were in 10:1, 15:1, 20:1, 100:1, ^, 1000:1 ratio to 
[TNS]. The peak of the fluorescence was found ^o be at 438 nm. 
The fluorescence intensities at this wavelength, increasing with 
the increase of [CD], were measured for all the sample solutions. 

The data fitted with the equation of 1:1 inclusion model 
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very well, resulting a single stability constant K as 15700 ± 258 

EXIMBLE 117 

Measurement of fluorescence of /J-CD^NGlu with TNS 
iS-CDaNGlu Stock solution of 0.00200 M was prepared by 
dissolving 0.0978 g /S-CDjNGlu in 20.6832 g phosphate biiffer 
solution (pH=6.9, 1=0.1). 22 sample solutions, 5 ml of each, were 
prepared by mixing the appropriate amount of ^-CD2NGlu stock and 
the buffer solutions with 0.10 ml of 5.007x10"^ M TNS stock 
solution so that the [TNS] in all samples were 1. 00x10*^ M, and 
[CD] were in 10:1, 15:1, 20:1, 100:1, 125:1, ^, 1000:1 ratio to 
[TNS]. The peak of the fluorescence was found to be at 442 nm. 
-The fluorescence intensities at this wavelength, increasing with 
"the increase of [CD], were measured for all the sample solutions. 

The data fitted with the equation of 1:1 inclusion model 
very well, resulting a single stability constant K as 7800 ± 184 

EXJMPIiE 118 

Measurement of fluorescence of o,/3-CD2NSc with TNS 
a,/3-CD2NSc stock solution of O.OOlOO M was prepared by 
dissolving 0.0876 g a,/S-CD2NSc in 40.0023 g phosphate buffer 
solution (pH«6.9, 1=0.1) . 22 sample solutions, 5 ml of each, were 
prepared by mixing the appropriate amount of a,/S-CD2NSc stock and 
the buffer solutions with 0.10 ml of 5.005x10'^ M TNS stock 
solution so that the [TNS] in all samples were LOOxlO-^ M, and 
[CD] were in'10:l, 15:1, 20:1, i ... 100:1, 125:1, ... 1000:1 ratio to 
[TNS] . The peak of the fluorescence was found to be at 445 nm. 
The fluorescence intensities at this wavelength, increasing with 
the increase of [CD], were measured for all the sample solutions. 

The data fitted with the equation of 1:1 inclusion model 
very well, resulting a single stability constant K as 1027 ± 5 

The procedures^ equipment^ instruments ^^'^~d^ 
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chBjnlcals used to aneasiire stssociation constants of drugs by 
liquid chromatography In Example 119 is as follows • 

HPLC was carried out using an ICI LC1500 pmap connected to 
a Waters Lambda-Max 481 detector. Samples were injected using 
an ICI LC1600 autosampler controlled by an ICI DPS 00 Data 
station. The column used was a Merck Hibar Lichrosorb Diol 
column (4 x 250xxaa) • Solutions of a-CD (55.7 mg) , a-CDjNSc (56.5 
mg) , j3-CD (45.5 mg) and jS-CDjNSc (54.4 mg) in 0.1 M phosphate 
buffer pH 7.4 (25 ml) were prepaored and filtered (0.22 nm) before 
use. 



The column is equilibrated and eluted at 1ml /min with 
successive concentrations of drug in 0.1 M phosphate buffer (pH 
7.4) • For each concentration of drug used as eluant a 50 /xl* 
sample of pure buffer is run as a blsmk, l^ollowed by 50 -tLL 
samples of each of the cyclodextrin solutions. Peaks are 
detected over the range 300 - 380 nm. The shorter wavelengths 
are \ised for increased sensitivity at the lower drug 
concentrations and the longer wavelengths are used to avoid 
detector overload at higher drug concentrations. The negative 
peaK which occurs at about 6 minutes corresponds to a depletion 
of drug in the eluant due to both dilution (calculated from the 
injection of pure buffer) and inclusion of the drug by the 
cyclodextrin. The included drug elutes with the cyclodextrin at 
about 2 minutes and gives rise to a positive pealc. 

Integration of the negative peak and subtraction of the 
dilution factor allows the calculation of the number of moles of 
drug bound per mole of cyclodextrin injected (r) . The value r 
is a measure of the relative abilities of the cyclodextrin 
derivatives to bind a particular drug. 

Measurement of r at different concentrations (L) allows the 

plotting of (r/L) vs. (r) , a Scatchard Plot, for each cyclodextrin 

studied. The plot should be a straight line with the Y-intercept 

-eaual- to the binding: _ constant _XK)_. s^is-r 
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EXAMPLE 119 

Binding constants for Indomethacin with fflodified 
Cydodextrins 

Cf. J. Chrom. 503, 453 (1990) 

The concentrations cf indomethacin used to elute the column 
were 1.003 x 10-* M, 2.006 x 10"* 4.012 x 10"* M and 1.003 x lO"* 
M and were prepared by dilution of a stock solution of 
indomethacin (359.0 mg, l.OOSxlO"' mole) in buffer (IL) . All 
solutions were passed through a 0.22 iim filter before use. 

The above procedure gives the following values for the 
binding of indomethacin at pH 7.4: a-CD, 180; a-CD2NSc, 360; fi- 
CD, 620; jS-CDjNSC, 1900. 

EZAMPI.E 120 

Effect of cydodextrins on the hydrolysis of N-Benzoyl- 
(X) -tyrosine ethyl ester (BTEE) by a-Chymotrypsin 

N-Benzoyl-{l) -tyrosine ethyl ester (BTEE) is a sxabstrate 
commonly used to determine the activity of a-chymotrypsin . It 
is shown that the rate of hydrolysis of BTEE by a-chymotxypsin 
is slowed in the presence of /8-,cyclodextrin O-CD) . 



£xperimentall 

Enzyme 'solution. 345 g.r* Hydrochloric acid (0.1 ml) was 
made up to 948 ml with Milli-Q» water to give hydrochloric acid- 
10"' mol.r*. a-Chymotrypsin (from bovine pancreas, type II, 
Sigma; 15 mg) was dissolved in ID"' mol.r' hydrochloric acid (100 
ml) . Buffer 'Solution. Tris- (hydroxymethyl) -aminomethane ( 6 . 055 
g) was dissolved in Milli-Q® water to make 250 ml. Calcium 
chloride dihydrate (10.55 g) was added and the pH of the solution 
adjusted to 7.8 with concentrated and then dilute hydrochloric 
acid- The solution was diluted to 1 1 with Milli-Q® water and 
dry methanol (432 ml) added. Substrate solution- BTEE (14.8 mg) 
was dissolved with sonication in the buffer solution (100 ml) . 
Substrate, /3-cyclodextrin solution. Anhydrous /3-cyclodextrin 
(197.4 mg) was dissolved with sonication in the substrate 
"~s'oltrt^it>n~above- -(-50^ 'ml )% ■ "This- ensured-^1^ 
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BT££ in botih solu'tions was the sane. 

UV neasurementis • volumes were measured with a 1000 til or 
a 200 fil vaurieO^le pippetor. Where 3 ml volumes were required 3 
X 1000 Ml samples were used« Where 150 /il was required a single 
150 /il sample was used. All solutions were placed in the 
spectrophotometer room for three hours before measurements were 
taken to allow equilibration of the solutions to room 
temperature. Measurements were made in a matched pair of 1 cm 
quartz cells the absorption was measured over time at 256 nm. 

Control experiment. The reference cell was filled with 
substrate solution (3 ml) and water (150 fil) and mixed to ensure 
homogeneity. The sample cell was filled with sxibstrate solution 
(3 ml) and enzyme solution (150 ill) was added smoothly to the 
cell. Five seconds after the beginning of the enzymes addition 
the solution was stirred for 10 seconds. Thirty seconds after 
the start of the enzymes addition the data collection was 
started. Data was collected for 10 minutes, by which time the 
hydrolysis was appeurently quite complete. Data were printed out 
during collection on chart paper and were also collected on disc. 

The sample solutions were prepared separately three times 
and data collected to ensure the reproducibility of the results. 

Test experiment. The reference cell was filled with 
substrate, /8-cyclodextrin solution (3 ml) and water (150 ^1) and 
mixed to ensure homogeneity- The sample cell was filled with 
substrate, /S-cyclodextrin solution (3 ml) etnd enzyme solution 
(150. /il) w^sis added smoothly to the cell. Five seconds after the 
beginning of the enzymes addition the solution was stirred for 
10 seconds. Thirty seconds after the start of the enzymes 
addition the data collection was started. Data was collected for 
10 minutes, by which time the hydrolysis was appeorently quite 
complete. Data were printed out during collection on chart paper 
and were also collected on disc. 
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The sample solutions were prepared separately three tines 
and data collected to ensure the reproducibility of the results. 

Discussion and calculations* 

Figxire 1 shows a typical plot of the experiments. Note the 
rate of hydrolysis of BTEE in the presence of ^-CD is slower than 
without jS-CD. 

[BTEE]o = 14.8 X 10' g/ (313.3 g.mol"* x 0.1 1) x (3 ml/3.15 
ml) = 4.49 X 10-* mol.r'. 

[/3-CD]o » 197.4 X 10-3 g/ (1134.9 g.lttol-^ x 0.05 1) x (3 
ml/ 3. 15 ml) - 3.312-x 10-3 mol.r*. 

An arbitrary point was taJcen near the endpoint of the 
control reaction and the slope was estimated at this point by 
eye. At t = 116 seconds the slope was 0.025 units/ 30 seconds, 
corresponding to an absorbance (Abs.) of 0.378. The maximum 
absorbance (Abs^) for this eacperiment was 0.414. Abs^ 
corresponds to a N-ben2oyl-(l) -jtyrosine concentration of 4.498 
X 10"* mol.r* or a BTEE concentration of O mol.l^*. Abs^-Abs, is 



proportional 
0.378) /0.414 



to the [BTEE] at time t, thus: [BTEE], = (0.414- 
X 4.4982 X 10-* mol.r* = 3.98 x lO"* mol.l'*. 



The rate of the enzyme catalysed hydrolysis is proportional 
to the effective (or available) [BTEE] at concentrations below 
K„. In the control experiment the effective [BTEE] equals the 
total [BTEE], therefore: 

[BTEE]effj = 3.98 X 10'^ mol.l-* corresponding to a slope of 0.025 
units/ 3 seconds. 

A point was taken on the test reaction such that the slope 
matched that found on the control reaction (0.025 units/30 
seconds) . This corresponded to t - 151 seconds and an absorbance 
(Abs,^) of 0.3800: Abs^ was 0.4240. The total [BTEE], that is 
the- uncomplexed-BTEE- available- f or -hydrol-ysi-s and -that complexed- 
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by /8-cyclodextrin, can be calculatied from these figures: 
[BTEE]^ = (0. 424-0. 380)/0. 4240 X 4.498 X lO"^ mol.r* « 4.667 X 10" 

The uncomplexed BTEE was known from the slope of the graph 
at this point and was calculated above: 
rSTEEl ^,^ = 3.980 X 10'^ mol.r*. 

The stability constant of the siabstrate inclusion complex 
(K) is the ratio of the concentration of the complexed substrate 
over the product of the concentrations of the free substrate and 
the free jS-cyclodextrin: 
K = [^-CD. BTEE] /(tiS-CD]. [BTEE]) 

[/S-CD.BTEE] =[BTEE],^ . [BTEE]eff,^ « 6.871 X lO"* mol.l'^ 
[jS-CD] = [/S-CD]o - [/5-CD.BTEE] I 

[BTEE] « [BTEE]cff^^ 

By simple substitution: 
K = 6.87 X 10-^ mol.l'V ((3^312 X 10'^ 6.871 X 10^ mol.rM X 3.980 
X 10-* mol.l-*) = 52*213 

This procedure was repeated several times to gain a measiire 
of error caused by eye. The difference in K was within 10%. 

EZ2^I.E 121 

Piroxicam with 6^-amino-6^-deoxy-/S-cyclodextrin x:2 complex 
To a solution of jS-caDNHj (250 mg, 0.22 mmol) in Milli-Q® 
water (10 ml) was added solid Piroxicam (37 mg, 0.11 mmol) and 
-the resulting suspension was stirred at room temperature for 18 
hours during which time a clear yellow solution was obtained • 
Filtration and evaporation to dryness in vacuo resulted in the 
isolation of a glassy material. Drying to constant weight xn 
vacuo over phosphorus pentoxide gave a yellow powder (258 mg) 
which was the Piroxicam modified cyclodextrin formulation. 
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122 

Pirozicaa vitb 6'^-amino-*6^-deozy<-^-cyclod6Ztrin 1:4 complex 
To a solution of /S-CDNHj (500 lag, 0.44 nmol) in Milli-Q® 
water (20 ml) was added solid Piroxicam (37 mg, 0.11 mmol) and 
the resulting suspension was stirred at room temperature for 18 
hours during which time a clear yellow solution was obtained. 
Filtration and evaporation to dryness In vacuo resulted in the 
isolation of a glassy material. Drying to constant weight In 
vacuo over phosphorus pentoxide gave a yellow powder (508 mg) 
which was the Piroxicam modified cyclodextrin formulation. 

EXAMPLE 123 

Xndomethacixi with 6^-amino-6'^-dooxy-/8-cyclodextrin i:2 
complex 

To a solution of i8-CDNH2 (250 mg^ 0^22 mmol) in Milli-Q® 
water (10 ml) was added solid Indomethacin (39 mg, 0.11 mmol) and 
the resulting suspension was stirred at room temperature for 18 
hoxirs during which time a clear yellow solution was obtained. 
Filtration and evaporation to dryness In vacuo resulted in the 
isolation of a glassy material. Drying to constant weight in 
vacuo over phosphorus pentoxide gave a yellow powder (265 mg) 
which was the Indomethacin modified cyclodextrin formulation. 

EXAMPLE 124 

Zndometh|acin with 6^-attino*6^-deoxy-/S-cyclodextrin i:4 
complex 

To a solution of /S-CDNHj (500 mg, 0*44 mmol) in Milli-Q® 
water (20 ml) was added solid Indomethacin (39 mg, 0.11 mmol) and 

i 

the resulting suspension was stirred at room temperature for 18 
hoxirs during which time a clear yellow solution was obtained. 
Filtration and evaporation to dryness in vacuo resulted in the 
isolation of a glassy material. Drying to constant weight in 
vacuo over phosphorus pentoxide gave a yellow powder (515 mg) 
which was the Indomethacin modified cyclodextrin formulation. 
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EZAMPLE X25 



Naproxen vi-tli 6^-amiiio-6^-aeozY-/}*eycloattztrin ls2 complex 
To a solution of i8-CDNH2 (250 mg, 0.22 mmol) in Milli-Q® 
water (10 ml) was added solid Naproxen (25 mg, 0.11 mmol) and the 
resulting suspension was stirred at room temperature for 2 boxirs 
during \»rtiich time a clear colorless solution was obtained* 
Filtration and evaporation to dryness In vacuo resulted in the 
isolation of a glassy material. Drying to constant weight in 
vaauo over phosphorus pentoxide gave a yellow powder (250 mg) 
which was the Naproxen modified cyclodextrin formulation. 



Naproxen with 6^*amino-6^-*deoxy->/3-c7elodextrln is 4 complex 

To a solution of /S-CDNHs (500 mg, 0.44 mmol) in Milli'rQ® 
water (20 ml) was added solid Naproxen (25 mg, O.ll mmol) and the 
resulting suspension was stirred at room temperature for 2 hoi^s 
during which time a clear colorless solution was obtained. 
Filtration and evaporation to dryness In vacuo resulted in the 
isolation of a glassy material. Drying to constant weight in 
v&auo over phosphorus pentoxide gave a yellow powder (515 mg) 
which was the Naproxen modified cyclodextrin formulation. 



Xbuprof en with 6^-amino-6^-deoxy-/?-cyclodextrin 1:2 complex 
To a solution of /S^CDNHj (250 mg, 0.22 mmol) in Milli-Q® 
water (10 ml) was added solid Ibuprofen (22.5 mg, 0.11 mmol) and 
the resulting suspension was stirred at room temperature for 60 
hoxirs during which time a clesur colorless solution was obtained. 
Filtration and evaporation to dryness in vacuo resulted in the 
isolation of a glassy material. Drying to constant weight In 
vacuo over phosphorus pentoxide gave a yellow powder (270 mg) 
which was the Ibuprofen modified cyclodextrin formulation. 



Xbuprof en with 6'^-euaino-6'^-deoxy-^-cyclodextrin 1:4 complex 
To a solution of /8-CDNH2 (500 mg, 0.44 mmol) in Milli-Q® 
wat er (.20 ml) was added solid Ibuprofen (22.5 mg, 0.11 mmol) and 



EXAMPLB X26 



EZl^LE 127 



z 



EZ:&HFLE 128 



SUBSTITUTE SHEET 



wo 91/13100 PCT/AU91/00071 

135 

the resulting suspension was stirred at room temperature for 60 
hours during which time a clear colorless solution was obtained. 
Filtration and evaporation to dryness in vacuo resulted in the 
isolation of a glassy material. Drying to constant weight in 
vacuo over phosphorus pentoxide gave a yellow powder (515 mg) 
which was the Ibuprofen modified cyclodextrin formulation. 

EXMXPhB 129 

Piroxicaa vlth 6^-amino-6^«*deoxY-*/3-cyclodeKtrin l;l compleK 

To a solution of /8-ca)NH2 (250 mg, 0.22 mmol) in Milli-Q«> 
water (10 ml) was added solid Piroxicam (72 mg, 0.219 mmol) and 
the resulting suspension was stirred at room temperature for 48 
hours during which time most but not all of the drug dissolved. 
- The fine suspended solid was removed by filtration and the 
resulting yellow filtrate was evaporated to dryness in vacuo • 
Drying to constant weight in vacuo over phosphorus pentoxide gave 
a yellow powder (287 mg) which was the Piroxicam modified 
cyclodextrin formulation. 

EX2UfPXiE 130 

Indoaethacin with 6^-amino-6^-deoxy-/S-cyclodextrin itl 

i 

complex 

To a solution of /S-CDNH2 (250 mg, 0.22 mmol) in Milli-Q® 
water (10 ml) was added solid Indomethacin (79 mg, 0.22 mmol) and 
the resulting suspension was stirred at room temperature for 48 
hours during which time most but not all of the drug dissolved. 
The fine sjuspended solid was removed by filtration and the 
resulting yellow filtrate was evaporated to dryness in vacuo. 
Drying to constant weight in vacuo over phosphorus pentoxide gave 
a yellow powder (287 mg) which was the Indomethacin modified 
cyclodextrin formulation. 
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EXMIFLE X3X 

Ibuprof en vith e'^-amino-e^-daoxy-ZS-cyclodextrin 1:1 complex 
To a solution ot iS-CDNI^ (250 3&g, 0.22 inmol) in Hilli-Q<» 
vat:er (10 ml) was added solid Ibuprofen (45 mg, 0.22 mmol) emd 
-the resul1:ing suspension was stirred at room temperatizre for 48 
hours during which time most but not all of the drug dissolved. 
The fine sxispended solid was removed by filtration and the 
resulting yellow filtrate was evaporated to dryness in vacuo. 
Drying to constant weight in vacuo over phosphorus pentoxide gave 
a yellow powder (280 mg) which was the Xbuprofen modified 
cyclodextrin formulation. 

Naproxen with 6^-amino-6^-deoxy-^-cyclodextrin l;l complex 
To a solution of /S-CDNHj (250 mg^ 0.22 mmol) in Milli-Q® 
water (10 ml) was added solid Naproxen (50 mg, 0.22 mmol) and the 
resulting suspension was stirred at room temperature for 4 hours 
during which time a cle€ar colorless solution was obtained. 
Filtration and evaporation to dryness in vacuo resulted in the 
isolation of a glassy material. Drying to constemt weight in 
vacuo over phosphorus pentoxide gave a yellow powder (268 mg) 
which was the Naproxen modified cyclodextrin formulation. 

EXAMPLE 133 

Ikmiodarone with 6^-amino-6^-deoxy-N- (3-carboxypropyl} 
cyclodextrin l;4 complex 

To a solution of iS-CDNHCO(CH2)2C02H.2H20 (147 mg,. 0.116 mmol) 
in Milli-Q® water (40 ml) was added solid Amiodarone (20 mg, 
0.029 mmol) and the resulting suspension was stirred at room 
temperature for 18 hours. The solution was filtered through a 
0.2 M filter and the resultemt filtrate was evaporated to dryness 
in vacuo to produce a glassy material. Drying to constant weight 
in vacuo over phosphorus pentoxide gave a colorless powder (138 
mg) which was the Amiodarone modified cyclodextrin' formulation. 
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EZAKPI.E 134 

Amlodar one with 6*-amixio- e'^-dooxy-H- ( 3 - carboKypropyl ) 
cyclodeztrln H2 complex 

Amiodarone.HCl (Sigma, 0.0200 g, 0.0293 mmol) and /5-CDNSc 
(0.0763 g, 0.0618 nmol) were mixed in 40 ml Milli-Q» water and 
stirred with a magnetic stirrer for 24 hours. The resulting 
solution contained only a slight haze of undissolved material. 
The solution was filtered (0.2 nm filter) and dried In vacuo. 
The collected crystals, which were almost transpeurent , readily 
dissolved in pure water but not in phosphate buffer of pH 7. 

UV spectrascopic determination of the composition of the 
solid and the solxibilities of amiodarone . HCl under various 
. conditions. 

Amiodarone.HCl has a maximum absorbance at 242 nm in 
ethanol, pure water and ethanol/water mixture (4:1 ratio by 
weight) . The extinction coefficient of amiodarone. HCl in 
ethanol/water mixture solution (4:1 ratio by weight) was measured 
using a series of solutions of amiodaarone.HCl in this solvent. 
These were prepared by diluting an auniodarone.HCl solution of 
known concentration in pure ethanol with the appropriate amount 
of ethanol and water. The extinction coeffecient of 
amiodarone. HCl at 242 nm' in such a mixed solvent is 46,000 (g 
amiodarone. HCl / g solvent) -'.cm'*. 

EXAMPLE 135 

Solubility of amiodarone. HCl in pure water 

i 

The satxirated solution of amiodarone. HCl in pure water was 
prepared by adding an excess of amiodarone. HCl (0.1 g) to 10 ml 
Milli~Q® water and shaking the sample bottle in a water bath 
thermostatted at 25.0»C for at least 3 days. The clear solution 
(0.4 g) was mixed with 1.6 g ethanol. The concentration of the 
solution was calculated from the measured absorbance at 242 nm 
and the known extinction coefficient, which led to the 
determination of the solubility of amiodarone. HCl in pure water, 
._ 2 oo- ^ng * 1-* . - Same- procedure -was- repeated 3 days -af ter.. -to. assure.. 
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t:he sa'tura'tion of iihe solutiion. 



EXAMPLE J.36 



Cos^ositlon and solixbili^y of the amiodturone/jS-CDNSc solid 
Anhydrous aiiLlodearone//3«CDNSc complex (0.0364 g) -was 
dissolved in 1.0089 g Hilli-Q<s» water. The resulted solution was 
very viscous and seemed to be close ^o its saturation. The 
solution was diluted 100 fold with water for taking UV spectra. 
The concentration of the original solution in terms of pure 
amiodar one . HCl was calculated, using the measured absorbance at 
242 nm and the extinction coefficient 46,000 (g amiodar one. HCl /g 
solvent )*^.cm-S as 6.9 g.l'S which should present the lower bound 
of the solubility of amiodarone.HCl in water in the presence of 
/8-CDNSc. It iis -35 times higher than that in pure water without 
/8-CDMSc. Such a concentration can not be achieved by dissolving 
corresponding amount of eu&iodarone.HCl and /S-CDNSc into water 
directly. 

Subtracting the calculated suaount of pure amiodarone.HCl 
(0.0106 mmole) from the total sample of solid used gave rise to 
the estimation for the composition of the solid: 
amiodarone.HCl : /8-CDNSc = 0.0106 mmole : 0.0236 mmole -1:2 

At 242 nm the extinction coefficient of /S-CDNSc is 77 M'^.cm"* 
and its contribution to the absorbance at 242 nm of the 100 fold 
diluted cmiodarone.HCl//8-CDNSc solution above would be only 
0.003, negligibly small compared to the total of -0.6 absorbance 
unit. 



In this Example , 6^-amino-6^-deoxy-N- ( 3 -CEurboxypr opy 1 ) -jS- 
cyclodextrin (/S-CDNSc) was used to microencapsulate amiodarone 
for IV injection. Toxicity and mutagenicity also were evaluated 
and the ability to solubilize amiodaarone HCl was also tested in 
vitro and in vivo. 



EXAMPLE 137 
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Materials and B vrperim ental 

Amiodarone HCl was obtained from Sigma chemical Company Ltd. 
(Dorset, England) and /3-CDNSc was prepared as described above. 
All other chemicals used in the study were of analytical grade. 

Pharmaeolcinetic Stud v of Amiodarone HCl in Dogs 

An appropriate quantity of iS-CDNSc was dissolved in water 
and solid amiodeorone HCl was added to give 1:4 (amiodarone: iS- 
CDNSc) moleir ratio. The solution was stirred overnight at 
ambient temperature^ filtered, then evaporated to dryness to 
produce a glassy solid which was dried in a vacuum over solid 
P2O5. The dried glassy solid consisting of the amiodarone HCl/)8- 
CDNSc complex had a solubility of 6,9 of amiodarone HCl per liter 
of water, which is 35 times higher than that in pure water 
without /S-CDNSc. In this experiment^ the complex was dissolved 
in distilled water to give a clear solution of 4,7 mg amiodarone 
HCl ml"^ and used for subsequent injection. The control 
formulation was prepared by diluting 6 ml Cordarone X, 300mg 
(Sanofi Pharmaceuticals, UK) to 20 ml with 5% dextrose solution 
(equivalent to 15 mg amiodarone HCl ml'^) • 

i 
I 

Dogs were administered amiodarone HCl as a single injection 
into the rilght cephalic vein, using an indwelling catheter, at 
a dose of sj mg kg"^. Amiodarone HCl was given with and without 
jS-CDNSc in "three periods separated from each other by seven days. 
Blood (ca 5 ml) was then sampled from either jugular vein of all 
animals at oj (predose) , 0.25, 0.5, 1, 1.5, 2, 3, 4, 6, 8, 12, and 
24 hours. The blood was collected into heparinized glass 

i 

vacutainers and centrifuged (1500 g for 10 min. at 18 ®C) to 
prepare plasma within 3 0 min. of collection. Plasma samples were 
stored at -20*>C pending analysis. Plasma concentration of 
amiodarone HCl in the samples was measured by the high 
performance liquid chromatography procedure described by Kess et 
al . 

Pharmaeolcinetic and Statistical Analysis 

— - Jl?he--peak-Gon0ent^atAon-©f-"ami©da^one4ICi--(^ 
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at which this occtirred (Tmax) were determined. The area xinder 
the curve of plasma concentration plotted against time after 
administration (AUC) was calculated by the linear trapezoidal 
rule of the interval 0-24 h and O- infinity. The half life of 
amiodarone HCl in plasma was determined from the terminal, lineaur 
phase of the aimiodarone HCl elimination curve. All the variables 
except Cmax were subject to an analysis of variance (ANOVA) 
including terms for group, subject (group) , formulation and phase 
effects. Following each ANOVA, pairwise compeorison of each test 
formulation against the control formulation were made using t- 
test each at a 5% significant level (two-tailed) . Ninety-five 
percent confidence intervals were calculated for the difference 
between each test formulation and the control formulation. 

Results 

Before experiments, hepatic and renal functions of all 4ogs 
were found to be within the normal range for this species. 
Following XV administration of Cordarone X, all dogs appeeired 
very groggy and lethargic in the first hour. Summary of side 
effects observed is shown in Table 8. Animals given amiodarone 
HCl-j8-CDNSc did not display amy adverse effects. 



Table 8. Side effects observed in dogs receiving Cordarone 
X intravenous injection. 



Dog 


During dosing 


Post Dose 


7 




lethargy, slow deep breathing 


8 


agitated 


letheurgy, slow deep breathing 


9 


agitated 


lethenrgy, deep breathing, vomiting 


10 


agitated 


lethargy, increased respiratory rate 


11 


agitated 


lethargy, slow deep breathing 


12 


unsteady on 
legs , rapid 
breathing 


soft faeces 



When the plasma concentration-time were plotted 
semilogarithmically (Figure 9) , it become apparent that plasma 
concentration particuleurly at tJie distribution phase with higher 
- -in the control - dogs lO -and- 12 — in ^hat -group- also displayed 
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erratic fluctuation of plasma drug levels in the first four hours 
after injection (Figures 10 and 11) . Such phenomenon was not 
observed in animals treated with amiodarone HCl-/S-CDNSc . 

The pharmacokinetic parameters for amiodarone HCl are given 
in Table 9. Significant differences were found in AUC (0-24) and 
Cmax (p«=0.02 and p-0.05 respectively) . The differences reflected 
significant increase in the volumes of distribution in the dogs 
treated with amiodarone HC1-/8-CDNSC. No significant difference, 
however, is found in elimination half -life, Tmax and AUC (0- 
inf inity) . The wide individual variation in these 

pharmacokinetic parameters may prevent any significant 
difference, if present, between these two groups to be discerned. 



Table 9. Pharmacokinetic parameters for Amiodarone HCl - mean 
, (SD) . 



Parameters 


Amiodarone 


Amiodarone-iS-CDNSc 


Significance 


AUC 


4.445 


2.684 


0.02 


(0-24 h) 


(2.118) 


(0.476) 




AUC 


5.982 


5.464 


NS 


(O-infini-by) 


(3-519) 


(2.991) 




Cmax 


2.100 


0.806 


0.05 


(ug/ml) 1 


(1.403) 


(0.193) 




Tmax 




0.458 


0.250 


NS 


(h) 




(0.51) 


(0) 




half-life 




17.646 


36.264 


NS 


(h) 




(14. 04) 


(32.332) 





I 



Discussion i 

As described in other studies, after intravenous bolus 
administration, plasma amiodarone levels fell substantially in 
the first 10 to 15 minutes and then declined slowly with a long 
elimination half -life. 

Wide inter subject variation in the pharmacokinetic 
parameters such as Cmax, AUC (0-24) , and Tmax was observed in the 
control group (Table 9) . Such variation was found to be reduced 

in the" groiip^^^^^r^ injection-; This 
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improveinen^ ±n 'the pharmacokinetic profile of lihe drug nay allow 
a more accurat:e predic^tlon of drug levels from t:he doses 
adminis-tered and amiodarone i:herapy for pa*tien*ts can be 
individually tailored. 

When amiodarone microencapsulated with jS-CDNSc was injected, 
AUC (0-24) and Cmax were increased, while no significamt changes 
were found in the AUC (O- infinity) and elimination half -life. 
This indicated that the volumes of distribution paarticulcorly at 
the early phase of distribution was increased. The increase was 
possibly caused by the improvement in dissolution of amiodarone 
by ^-CDNSc. The major finding of this study is that CDNSc 
eliminated the common side effects obseirved after intravenous 
injection of amiodeurone. The side effects appesnred after rapid 
intravenous injection of amiodarone relates to the effects of 
diluting the solubilizing agent - polysorbate 80 and subsequent 
precipitation of the compound. j3-CDNSc may thus be a more 
suitable solubilizing agent than polysorbate 80. 

The plasma disappearemce curves of dogs 10 and 12 in the 
control phase had pesdcs appear in the first four hours after 
injection. Others have also observed secondary pealcs between 4 
and 12 hours after intravenous administration, which were 
tentatively attributed to enterohepatic circulation of 
cuaiodarone. However, the substantial rise and fall of plasma 
levels observed in these two dogs may be more related to the 
dissolution problems of aiaiodarone of the original formulation. 

EZIkMPLE 138 

stability Constants for the inclusion of Cimetxdine by 6- 
cyclodextrxn and 6^-amino-6^-deoxy-6^-H- (B-carbozypropanoyl) -B- 
eye lodeztr in 

A series of solutions of cimetidine (8.4 x 10*^ M, 4.2 x 10"^ 
M, 21 X 10"* M and 1.05 x 10^ M) were prepared by dilution of a 
stock solution of cimetidine (529 mg) in 0.1 M phosphate buffer, 
pH Jj- 4 . Solutions of B-cyclodextrin (54_mg) and 6^-amino-6^- 
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deoxy-6^-N-(3-carboxypropanoyl)-B-cyclodextrin (67 mg) in buffer 
were prepared and all solutions were filtered (0.22 fm) . A Merck 
Lichrosorb Diol column (4 x 250 mm) was ecpiilibrated with 
successive concentrations of the drug solutions at 1 ml/min and 
the eluent was monitored over range 235-255 nm (lower 

wavelengths for lower drug concentrations) using a Waters Lambda* 
Max 481 UV detector. For each concentration of Cimetidine used 
as eluent a 50 Ml sample of pure buffer was run as a blank, 
followed by 50 /il samples of each of the cyclodextrin solutions, 
injected via an autosampler. The negative peak which occurs at 
about 6 minutes corresponds to a depletion of Cimetidine in the 
eluent due to both dilution (calculated from the injection of 
pure buffer) and the inclusion of cimetidine by the cyclodextrin. 
The included cimetidine elutes with the cyclodextrin at about 2 
minutes and gives rise to a positive peak. Integration of the 
negative peak and subtraction of the dilution factor allows the 
calculation of the number of moles of cimetidine bound per mole 
of the cyclodextrin injected. These measurements at different 
drug concentrations allow the calculation of the stability 
constants for the inclusion complexes (K) . Thus K = 40 M"^ s'* 
for the complexation of the cimetidine by B-cyclodextrin while 
K - 300 M"* s"^ for the complexation of cimetidine by e^-amino-e'^- 
deoxy-6^-N-|( 3-carboxypropanoyl ) -B-cyclodextrin . 

SXMCPLE 139 

Preparation and Water Solubility of a 1:1 Formulation of 
cimetidine with 6^-amino-6^-deoxy-6^-N-(3-carboxypropanoyl)-B- 
cyclodextrin 

Cimetidine (0.08 g) and 6'^-amino-6'^-deoxy-6'^— N- CB- 
carboxypropanoyl) -6-cyclodextrin (0.43g) were dissolved in water 
(10ml) . The solution was evaporated to dryness under reduced 
pressure and the resulting solid was dried in a dessicator over 
P2O5. The 1:1 formulation of cimetidine with 6^-amino-6^-deoxy- 
( 3-carboxypropanoyl ) -B-cyclodextrin prepared in this way 
diss o Ived* compl et el:y in " water ( 0 r5mii -"-t o g^i-ve-- a-^ci-^^^ 
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It will be appsurent t,o those skilled in the art that various 
modifications and variations can be made to the compositions of 
matter and methods of this invention. Thus, it is intended that 
the present invention cover the modifications and variations of 
this invention provided they come within the scope of the 
appended claims and their equivalents. All references in the 
claims to a composition of matter such as an inclusion complex, 
cyclodextrin derivative, intermediate, linked cyclodextr ins , 
prodrug, composition, a process reactant, and pharmaceutical, 
pesticidal, herbicidal, agricultural, cosmetic or personal Ccore 
agent, whether in general or by name, expressly includes the 
salts and hydrates thereof. 

Thus, one of ordinary skill will recognize many uses for 
cyclodextrin derivatives emd inclusion complexes in accordance 
with this invention. Such uses can include therapeutic and 
diagnostic drug delivery, such as multiple routes of 
administration ( i . v . , p . o . , ophthalmic , transdermal , etc • } , 
improved bioavailability, reduction of irritating drug effects, 
quantitative reliability, reduced dosing voliime, elimination of 
organic solvents, stable, convenient storage and handling, and 
previously insoluble or unstable drugs may now be considered for 
development which enhances removal of lipophilic sxibstances from 
blood. 

Uses for the diagnostic kits include improved low end 
sensitivity, reduced reaction times, more stable liquid 
components, greater recovered bioactivity in lyophilized 
components, reduced effect of interfering substances in serum, 
plasma and rurine specimens and enhanced spectrophotometric 
response . 



With regard to separation sciences, the following applieis: 
enantiomeric sepaorations via licpiid chromatography, preparative 
chromatography, improved electrophoretic, iontophoretic and 
isqtachpj^iojre^^ methods. 
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Bioprocessing enables improved down-line recovery 
(quantity) , improved bioactivity (quality) , and greater handling 
convenience. Also, with regard to cell culture, serum free 
formulations and enhanced productivity of enzymatic reactions are 
provided. 

a?his invention is also applicable to food products, 
cosmetics, toiletries, taste/smell masking, stable, convenient 
forms, timed release, homogeneous reaction mixtures, catalyzed 
reactions, and greater precision and reproducibility of laborator 
techniques . 
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WHAT IS CIAIMED IS: 

1. A cyclodextrin derivative comprising an otherwise 
substituted or unsubstituted cyclodextrin in wliich at least one 
C2 , C3 or C6 hydroxyl is substituted with a group selected from - 
XRS -yR?R^/ -SiK*R^^, and -r', wherein X can represent 

O o o O O 

II it II P II 

-S-, O-C - ,-C - - C -N - N - C - C 

0 o o o r" 

1 II II H II 

- S - S - S - - C - S - N = C - C = N 

D 
o 



il « II 

-0-C-0-, -0-S-, -S-O^r-O-S-O- 

II II il D 

o o o o 

Y can irepr'esen'b 

O O 

/ / II B 

o 

I 

and wherein to can each represent the ssone or different 
groups selected from: the groups -XR^, -YR^R^, -SiR^R^^, and -R^ 
are as defined above, hydrogen, alkyl, alkenyl, alkynyl, 
cycloaDcyl, cycloalkenyl, cycloalkyny 1 , aryl, heteroaryl, 
heterocyclyl, and wherein any two or three groups bonded to the 
same substituent can be taken together to represent a single 
group multiply bonded to said same substituent, and wherein R^ to 
R^^ may be further substituted by at least one -XR\ -YR^^, - 
SiR*R^*, -R^, halogen, and OR^^, wherein r" is as defined for R^ to 

.j^IL.. - g|.f^ - - • .... - — - - . w . — — 
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wherein when said cyclodextrin comprises at least one 
substitution as describe above, or is substit:uted solely for one 
or more hydroxyls selected from the group of C2 and C3 hydroxyls, 
said cyclodextrin may also be an substituted by an ether group 
wherein R*^ is as defined above for to R". 



2 . A cyclodextrin derivative according to cleLim 1 , wherein 
said at least one substitution is of the formula -YR^, wherein 
Y is and R^ and are as previously defined. 

3 . A cyclodextrin derivative according t:o claim 2 , wherein 
R^ is hydrogen and R^ represents amino, hydroxyl, carboxyl, 
sulfonate (SO3") , phosphate (P04*^) , substituted alkyl, cycloalkyl, 
, or aryl, or and R^ are taken together to represent a hereto 
substituted multiply bonded alkyl group. 

4 . A cyclodextrin derivative according to claim 1 , having 
the formula CD - W - R^- wherein 

CD represents an otherwise substituted or unsubs-tituted 
cyclodextrin, 

W represents a functional 1 linking group , 

R" represents a group defined the same as R^-R^^ above, and 
L represents a group selected from reactive, charged, polar 
or associating groups selected from amino, carboxyl, hydroxyl, 
sulfonate, phosphate, acyloxy, alkyloxy and lihiyl. 

5 . A (syclodextrin derivative according to claim 4 , wherein 
W represents amino, amide, ester, thioether, thioamide, 

thioester or thiol, 

R^^ represents an otherwise substituted or unsubstituted: 
alkyl, alkenyl, alkynyl, cycloalkyl, cycloalkenyl , cycloalkynyl , 
aryl, heteroaryl and heterocyclyl , and 

L represents a caorboxyl group. 

6. A cyclodextrin derivative according to claim 5, wherein 
said otherwise substituted or unsubstituted alkyl group is 
seli^cted from t:he^group-of"^^^ 
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20 and grea-ter titan 20 carbons. 

7 . A cyclodeactrin derivative according to claim 6 , wherein 
said otherwise substituted or unsubstituted alkyl group is 
selected from the group of allcyls having from 1-3 carbons. 

8. A cyclodextrin derivative according to claim 6, wherein 
said otherwise siibstituted or unsubstituted aUcyl group is 
selected from the group of alky Is having from 1-6 carbons. 

9 • A cyclodextrin derivative according to claim 6 , wherein 
said otherwise substituted or unsubstituted alkyl group is 
selected from the group of alky Is having from 1-10 carbons. 

10. A cyclodextrin derivative according to claim 7, 
comprising a 6^-amino-6^-deoxy-6^-N- (3-carboxypropanoyl) 
cyclodextrin • 

11. A cyclodextrin derivative according to claim 10, which 
is a /3-cyclodextrin. 

12 . A cyclodextrin derivative according to claim 4 , wherein 
L represents a group having a net negative charge. 

13. A cyclodextrin derivative according to claim 12, 
wherein L represents a group selected from hydroxy!*, carboxyl, 
phosphate (PO/^) or sulfonate (SOi^) . 

14. A cyclodextrin derivative according to claim 13, 
wherein R represents an otherwise siibstituted or tmsubstituted 
alkyl group selected from the group of alky Is having from 1-3, 
1-6, 1-10, 10-20 and greater them 20 carbons. 

15. A cyclodextrin derivative according to claim 14, 
wheredLn R represents an otherwise substituted or \insubstituted 
alkyl group selected from the group of alkyls having from 1-3 , 

,,l-6.ey5d 1-10 carbons. . 
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16. A cyclodextrin derivative according to any of claims 
4-15, wherein L is amino, ester or amide. 

17. A cyclodextrin derivative according to claim 1, having 
the formula CD - X - R"- wherein: 

X represents — N - C - or - S - C - 

o o 

R" and R^^ represent groups as defined by R*-R" above,' and 
Q is a carboxylic acid group or a caurboxylic acid group 
derivatized to undergo substitution. 

18. A cyclodextrin derivative according to claim 17, 
wherein R** represents an otherwise substituted or unsubstituted: 

. alkyl, alkenyl, alkynyl, cycloalkyl, cycloalkenyl , cycloalkyny 1 , 
aryl, heteroaryl and heterocycly 1 , and 

Q is a carboxylic acid group derivatized to xindergo 
substitution . 

19. A cyclodextrin derivative according to claim 18, 
wherein said otherwise stibstituted or unsxibstituted alkyl group 
is selected from the group of alky Is having from 1-3, 1-6, 1-10, 
10-20 and greater than 20 caorbons. 

20. a1 cyclodextrin derivative according to claim 19, 
wherein said otherwise substituted or unsxxbstituted alkyl group 
is selected 



from the group of alky Is having from 1-3 carbons, 



I 



21. A cyclodextrin derivative according to claim 19, 
wherein said otherwise substituted or unsubstituted alkyl group 
is selected from the group of alkyls having from 1-6 carbons. 

22. A cyclodextrin derivative according to claim 19, 
wherein said otheirwise substituted or unsubstituted alkyl group 
is selected from the group of alkyls having from 1-10 carbons. 
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23. A cyclodextrin derivative according to claim 20, 
coiaprising the acid chloride,' acid anhydride or ester of a 6^- 
amino-6^--deoxy-6^-N* (3-carboxypropamoyl) -cyclodextrin. 

24. A cyclodextrin derivative according to any of claims 
3.8-23, wherein Q is an acid chloride, acid emhydride or ester. 

25* A cyclodextrin derivative according to any of claims 
1-10, 12-15 and 17-23, wherein said cyclodextrin is a /S- 
cyclodextrin . 

26. A cyclodextrin derivative according to claim 24, 
wherein said cyclodextrin is a jS-cyclodextrin* 

27. A cyclodextrin derivative according to any of claims 
1^10, 12-15 and 17-23, wherein said cyclodextrin is an a-, 7-^ or 
5-cyclodextr in . 

28. A cyclodextrin derivative according to claim 24, 
wherein said cyclodextrin is an a-, -y"* or *-cyclodextrin. 

29. An inclusion complex comprising at least one 
pharmaceutical, pesticidal, herbicidal, agricultxaral , cosmetic, 
personal care or other useful agent included in a cyclodextrin 
derivative according to any of claims 1-28. 

30. An inclusion complex according to claim 29, wherein 
said agent is a pharmaceutical. 

31. An inclusion complex according to claim 30, wherein 
said agent is cimetidine. 

32. An inclusion complex according to claim 30, wherein 
said agent is a polypeptide. 

33. An inclusion complex according to claim 30, wherein 
said agent is amiodarone or piroxicam. _ 
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34. A cyclodextrin derivative comprising first and second 
otherwise substituted or xinsubstituted cyclodextrins covalently 
bonded together by at least one linking group which links a C6 
carbon on the first cyclodextrin to a C2 or C3 carbon on the 
second cyclodextrin. 

35. A cyclodextrin derivative according to claim 34, 
wherein the first and second cyclodextrins are linked by at least 
one linking group of the formula - X - R^* - Y - or - R^^ - , 
wherein 

X and Y can be the same or different, and represent 
functional linking groups, and 

and R^'^ represent groups as defined by R*-R^^ above. 

36. A cyclodextrin derivative according to claim 35, 
wherein the linking group is of the formula - X - R^^ - Y - , and 

' X and Y represent ether, thiol, thioether, ester, thioester, 
amide, thiosoaide, or amine, and 

R" represents substituted or unsubstituted: alkyi; alkenyl, 
alkynyl, cycloalkyl, cycloalkeny 1 , cycloalkyny 1 , aryi, heteroaryl 
and heterocyclyl. 

37. A cyclodextrin derivative according to claim 36, 
wherein X and Y represent amide or thioamide, and R*^ represents 
substituted or unsubstituted alkyl. 

38- A cyclodextrin derivative according to any of claims 
34-37, wherein said first and second cyclodextrins are different 
and are selected from a-, )S-, 7- or 5-cyclodextrin. 

39. A cyclodextrin derivative according to any of claims 
34-38, wherein said first and second cyclodextrins are 
differently substituted. 

40. A cyclodextrin derivative according to any of claims 
34-39^ wherein said linking group links said second cyclodextrin 
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4l* A cyclodextein deriva'bive comprising firs't and second 
otherwise substituted or unsubstituted cyclodextrins covalently 
bonded together by at least one linking group which links a C2, 
C3 or C6 cearbon on the first cyclodextrin to a C2, C3 or C6 
carbon on the second cyclodextrin, aoid wherein said first and 
second cylodextrins are different and are selected from a*, fi^, 
7- or tf-cyclodextrin. 

42. A cyclodextrin derivative according to claim 41, 
wherein the first and second cyclodextrins aire linked by at least 
one linking group of the formula - X - R^* - Y - or - R^*^ - , 
wherein 

X emd Y can be the same or different, and represent 
functional linking groups, and 

R^^ and R^^ represent groups as defined by R^-R^^ above. 

43. A cyclodextrin derivative according to claim 42, 
wherein the linking group is of the formula - X - R" — Y - , and 
X and Y represent ether, thiol, thioether, ester, thioester, 
eunide, thioamide, or amine, and 

R*^ represents substituted or unsubstituted: alkyl, alkenyl, 
alkynyl, cycloalkyl, cycloalkenyl, cycloalkynyl, aryl, heteroaryl 
and heterocyclyl . 

44- A cyclodextrin derivative according to claim 43, 
wherein X and Y represent amide or thioamide, and R**^ represents 
substituted or tmsubstituted alkyl. 

45. A cyclodextrin derivative according to any of claims 
41-44, wherein said linking group links said first cyclodextrin 
at a C6 carbon to said second cyclodextrin at a C3 carbon. 

46. A cyclodextrin derivative according to any of claims 
41-45, wherein said first and second cyclodextrins are different 
and are selected from a-, /S-, 7- or ^-cyclodextrin. 
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47. A cycl ©dextrin derivative comprising first aaid second 
otherwise substituted or unsubstituted cyclodeartxins covalently 
bonded together by at least one linking group which links a C2, 
C3 or C6 carbon on the first cyclodextrin to a C2, C3 or C6 
carbon on the second cyclodextrin, and wherein said first and 
second cylodextrins are differently substituted. 

48. A cyclodextrin derivative according to claim 47, 
wherein the first and second cyclodextrins are linked by at least 
one linking group of the formula - X - R" - Y - or - R" - , 
wherein 

X and Y can be the same or different, and represent 
functional linking groups, and 

R" and R" represent groups as defined by R'-R" above. 

49. A cyclodextrin derivative according to claim 48, 
wherein the linking group is of the formula - X - R'* - Y - , and 
X and Y represent ether, thiol, thioether, ester, thioester, 
amide, thioamide, or amine, and 

R" represents substituted or unsubstituted: alkyl, alkenyl, 
alkynyl, cycloalkyl, cydoalkenyl , cycloalkynyl , siryl, heteroaryl 

i 

and heterocycly 1 • 

50. A cyclodextrin derivative according to claim 49, 
wherein X and Y represent amide or thioamide, and represents 
sixbstituted or unsubstituted alkyl- 

51. A' cyclodextrin derivative according to any of claims 
47-50, wherein said linking group links said first cyclodextrin 
at a C6 carbon to said second cyclodextrin at a C3 carbon. 

52. An inclusion complex comprising at least one 
pharmaceutical, pesticidal, herbicidal, agricultural, cosmetic, 
personal care or other useful agent included in a cyclodextrin 
derivative according to any of claims 29-51. 
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53 . A cyclodextrin derivative comprising two cyclodextrins 
covalently bonded to each other by at least one linking group, 
wherein said at least one linking group links a first 
cyclodextrin at a C2, C3 or C6 position to a second cyclodextrin 
at a C2, C3 or C6 position, and wherein said two cyclodextrins 
may be further substituted, and wherein when said cyclodextrins 
are not otherwise substituted and are linked by only one linking 
group, said linking group is other thaui a disulfide that links 
the two cyclodextrins at the C6 positions of each cyclodextrin. 

54. A cyclodextrin derivative according to claim 53, 
wherein the first and second cyclodextrins are linked by at least 
one linking group of the formula - X - R*^ • Y - or - r" - , 
wherein 

X and y can be the same or different, and represent 
functional linking groups, BiiA 

R" and R" represent groups as defined by Tl*-R^ above. 

55. A cyclodextrin derivative according to claim 54, 
wherein the linking group is of the formula - X - R" - Y - , and 
X and Y represent ether, thiol, thioether, ester, thioester, 
amide, thioamide, or amine, and 

R*^ represents substituted or unsubstituted: alkyl, alkenyl, 
alkynyl, cycloalkyl, cycloalkenyl , cycloalkynyl, aryl, heteroaryl 
and heterocyclyl . 

56. A cyclodextrin derivative according to claim 55, 
wherein X and Y represent amide or thiosuaide, and R^^ represents 
substituted or unsubstituted alkyl. 

57. A cyclodextrin derivative according to any of claims 
53-56, wherein said linking group links said first cyclodextrin 
at a C6 carbon to said second cyclodextrin at a C3 carbon. 

58. A cyclodextrin derivative according to any of claims 
53-56, wherein each of said two cyclodextrins has one or more 
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siibst:ituen*ts which can associate with one or more substituents 
on the other cyclodextr in . 

59. A cyclodextrin derivative according to claim 58 , 
\rtierein said associable groups comprise charged or polar atoms 
or groups of atoms* 

60. A cyclodextrin derivative according i:o claim 59, 
wherein said associable groups eore oppositely chairged in the 
acidic environment of the stomach. 

61. A cyclodextrin derivative according to claim 60, 
wherein said associable groups comprise amino, hydroxyl, 
carboxyl, sulfonate (SOj") or phosphate (P04^) . 

62. A cyclodextrin derivative according to claim 58, 
• wherein said associable groups lose charge or take on opposite 

charges in the relatively neutral environment of the intestines . 

63. A cyclodextrin derivative according to claim 62, 
wherein said associable groups .comprise histidine or imidazole. 

64. An inclusion complex comprising at least one 
pharmaceutical, pesticidal, herbicidal, agricultural, cosmetic, 
personal care or other useful agent included in a cyclodextrin 
derivative according to any of claims 1-30, 34-51 and 53-63. 

65. An inclusion complex according to claim 64, wherein 
said agent is a pharmaceutical. 

66. An inclusion complex according to claim 65, wherein 
said agent is cimetidine. 

67. An inclusion complex according to claim 65, wherein 
said agent is a polypeptide. 
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ek. An inclusion complex according ^o claim 65, wherein 
said agent: is auoiodeLrone or piroxicam. 

69. A cyclodextrin derivative comprising an otherwise 
sxibstituted or unsubstituted cyclodextrin, or two or more 
otherwise substituted or unsubstituted linked cyclodextrins , 
which are covalently bound to a useful agent wherein the covalent 
bond, when brolcen, will yield the agent in an active form. 

70. A cyclodextrin derivative according to claim 69, 
wherein said derivative comprises a pharmaceutical agent and the 
covalent bond will be broken down in the normally occurring 
internal activity of a host animal. 

71. A cyclodextrin derivative according to claim 69, 
wherein said covalent bond can be broken by hydrolysis. 

72. A cyclodextrin derivative according to claim 69, 
wherein said covalent bond is an ester or amide. 

72. A cyclodextrin derivative comprising an otherwise 
substituted or unsubstituted cyclodextrin, or two or more 
otherwise sxibstituted or unsubstituted linked cyclodextrins 
covalently bonded to a carrier which can tearget cells of interest 
within a patient. 

73. A cyclodextrin derivative according to claim 72, 
wherein said carrier comprises an antibody or fragment thereof, 
hormones or lymphokines. 

74. A cyclodextrin derivative according to claim 73, 
wherein said carrier is an antibody or fragment thereof. 

75. A cyclodextrin derivative according to claim 73', 
wherein said antibody or fragment thereof is bonded to the 
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cyclodextrin through an ester, amide, thioester, thioamide or 
other sulfur-containing bond. 

76. h composition comprising an otherwise substituted or 
unsubstituted cyclodextrin, or two or more otherwise substituted 
or unsubstituted linked cyclodextrins covalently bonded, 
physically entrapped or encapsulated, or otherwise associated 
with a carrier useful for localized or prolonged delivery of a 
useful agent. 

77. A composition according to claim 76, wherein said 
cyclodextrin or linked cyclodextrins are covalently bonded to 
said carrier. 

78. A composition according to claim 76, wherein said 
cyclodextrin or linked cyclodextrins are entrapped, encapsulated 

• or otherwise associated with said carrier. 

79. A composition according to claim 78, wherein said 
carrier is a liposome. 

i 

80. A composition according to any of claims 76-79, wherein 
said useful I agent is a pharmaceutical agent which is included in 
said cyclodextrin or linked cyclodextrins. 



81. A 

said useful 



composition according to any of claims 76-79, wherein 
agent is a pharmaceutical agent which is covalently 
bonded to said cyclodextrin or linked cyclodextrins such that the 
covalent bond, when broken, yields the pharmaceutical in an 
active form. 

82 . A pharmaceutical composition comprising a cyclodextrin 
derivative according to any of claims 1-74, which is in form 
suitable for oral delivery. 

83. A pharmaceutical composition according to claim 82, 

>Jwh.ich«±s-».Jji.^the^,fiirm-^Qf..^ ^ — 
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84. A pharmaceutical coi!iposi1:ion accorddLng 'to claim 82, 
which is in tJie form of a chewable ^taiblet. 

85. A pharmaceutical composition according to claim 82, 
which is in the form of an effervescent tablet. 

86. A pharmaceutical composition comprising a cyclodextrin 
derivative according to any of claims 1-74, which is in form 
suitable for parenteral delivery. 

87 . A pharmaceutical composition comprising a cyclodextrin 
derivative according to any of claims 1-74, which is in form 
suitable for surgical insertion into a patient. 

88. A process for designing cyclodextrin inclusion 
complexes comprising a useful agent and an otheirwise substitut:ed 
or unsubstituted cyclodextrin or two or more otherwise 
substituted or unsubstituted cyclodextrins linked by at least one 
linking group, said process comprising: 

A. determining whether said useful agent possesses 
at least one first group capable of non-covalent association with 
at least one second group; 

B. determining the orientation of the agent in the 
cyclodextrin annulus and the relative position of the at least 
one first group by considering the dipole moment of the agent and 
the position of hydrophobic or apolar groups on said agent; and 

C. selectively substituting at least one siibstituent 
comprising said at least one second group onto one or more C2, 
C3 or C6 positions of said cyclodextrin or said linked 
cyclodextrins, said at least one substituent being configured in 
order to position said second group in the approximate vicinity 
of said first group to promote association therebetween. 

89. A process for designing cyclodextrin inclusion 
complexes according to claim 88, wherein said first and second 
groups are chcorged, polar or capable of hydrogen bonding. 
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90. A process for designing cyclodextrin inclusion 
complexes according to claim 89, wherein said first and second 
groups are selected from the group consisting of amino, hydroxyl, 
carboxyl, sulfonate (SO3-) , phosphate (PO/^) , acyloxy, alkyloxy or 
thiyl. 

91. A process for designing cyclodextrin inclusion 
complexes according to any of claims 88--91, wherein said 
inclusion complex comprises two or more otherwise substituted or 
unsubstituted cyclodextrins linked by at least one linking group, 
and wherein said process further comprises the steps of ; 

A. determining the dipole moment of each individual 
cyclodextrin of the linked cyclodextrins; and 

B. linking the cyclodextrins such that the dipole 
moments align where possible. 

92. A process for designing cyclodextrin inclusion 
complexes according to claim 91, wherein only two cyclodextrins 
are linked, and the C6 csorbon of one cyclodextrin is linked to 
a C2 or C3 carbon of the other cyclodextrin. 

93. A process for designing cyclodextrin inclusion 
complexes according to claim 92, wherein only two cyclodextrins 
are linked, and the C6 carbon of one cyclodextrin is linked to 
a C3 carbon of the other cyclodextrin. 



94. A process for masking the taste of a pharmaceutical 
agent comprising the step of forming an inclusion complex 
comprising said agent and a cyclodextrin derivative according to 
any of claims 1-30, 34-51 and 53-63. 

95. A process according to claim 94, wherein the 
pharmaceutical agent is cimetidine. 

96. A process according to claim 95, wherein the 
cyclodextrin derivative is according to claim 5. 
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97. A px-ocess accoxrciing 'bo claim 95, wherein -the 
cyclodextrin derlva-tive Is according to claim B. 

98. A process £oT masking the baste of a ph£unnaceubical 
agenb comprising bhe sbep of forming a cyclodexfcrin derivative 
according to any of claims 70-72. 

99. A process for increasing the solubility of a 
pharmaceutical or other useful agent comprising the step of 
forming an inclusion complex comprising said agent and a 
cyclodextrin derivative according to any of claims 1-30, 34-51 
and 53-63 • 

100. A process according to claim 99, wherein the 
pharmaceutical agent is cimetidine. 

101. A process according to claim 99, wherein the 
cyclodextrin derivative is according to claim 5. 

102. A process according to claim 99, wherein the 
cyclodextrin derivative is according to claim 8. 

103. A process for masking the taste of a pharmaceutical 
agent comprising the step of forming a cyclodextrin derivative 
according to any of claims 70-72. 

104. A process for targeting a ph2unnaceutical agent to a 
selected group of cells, comprising the steps of: 

A. conjugating an otherwise substituted or 
unsubstituted cyclodextrin or two or more otherwise substituted 
or iinsubstituted cyclodextrins linked by at least one linking 
group, to a carrier capable of targeting a selected group of 
cells ; 

B. forming an inclusion complex between the 
siibstituted or unsubstituted cyclodextrin of the conjugant and 
the pharmaceutical agent; and 
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C. placing 'the inclusion complex formed in Step B 
into proximity of said selected group of cells. 

105. A process according to claim 104, wherein said selected 
group of cells is In vivo. 

106. A process according to claim 105, wherein said carrier 
comprises a liposome, an antibody or fragment thereof, a hormone 
or a lymphokine. 

107 . A process according to claim 106 , wherein said carrier 
comprises an antibody or fragment thereof. 

108. A process according to claim 107, wherein said agent 
comprises an antineoplastic agent or a diagnostic agent. 

109. A process for encapsulating into a liposome a 
pharmaceutical agent of relatively low solubility or wettability, 
comprising the steps of: 

A. forming an inclusion complex between a 
cyclodextrln derivative comprising a substituted or unsubstituted 
cyclodextrin or two or more otherwise substituted or 
unsubstituteid cyclodextrins linked by at least one linking group, 
apd the agent and the pharmaceutical agent; and 

B. encapsulating the inclusion complex formed in Step 
A into a liposome. 

110. A process according to claim 109, wherein said 
cyclodextrin derivative is according to any of claims 1-3 0, 34-51 
and 53-63. 

111. A process for improving the stability of a 
pharmaceutical agent that is encapsulated in a liposome, 
comprising the steps of: 

A. forming an inclusion complex between a 
cyclodextrin derivative comprising a substituted or unsubstituted 
.c^cladextxi.n-,__QrL«^M©--. px mpxe^ jQ*hjerw_iisa [siubsJfeijtufeed . Jir.. 
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unsubstLx-tuted cyclodearkrxns Ixnked by al: leas^ one llnlcing giroup, 
and title phan&aceu^tical ageni:; and 

B. encapsulatilng tihe Inclusion complex formed in S-tep 
A ±nt:o a liposome. 

112. A process according to claim 109, wlierein said 
cyclodextrin derivative is according to any of claims 1-30, 34-51 
and 53-63. 

113. A process for improving the stability of a 
pharmaceutical agent that is encapsulated in a liposome, 
comprising the steps of: 

A. forming a cyclodextrin derivative in which a 
pharmaceutical agent is covalently bound to a otherwise 
substituted or unsubstituted cyclodextrin or to two or more 
otherwise substituted or iinsiibstituted cyclodextrins linked* by 
at least one linking group, wherein the bond, when broken, will 
yield the agent in an active form; and 

B« encapsulating the cyclodextrin derivative formed 
in Step A into a liposome. 

114. A process according to claim 113, wherein said 
cyclodextrin derivative is according to any of claims 70-72. 

115. A process for decreasing or preventing an immunogenic 
reaction of a patient to a pharmaceutical agent comprising the 
steps of : 

A. forming an inclusion complex between a 
cyclodextrin derivative comprising a substituted or unstibstituted 
cyclodextrin or two or more otherwise substituted or 
unsubstituted cyclodextrins linked by at least one linking group, 
and the phsurmaceutical agent; and 

B. parenterally administering a pharmaceutical 
comprising the inclusion composition formed in Step A. 
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lie. A process according to claim 115, wherein said 
cyclodextrin derivative is according to any of claims 1-30, 34-51 
and 53-63. 

117. A process for the treatment of metabolic disorders 
associated with compounds produced In vivo through enzyme 
catalysis, comprising administering to a patient in need of 
treatment a therapeutically effective amount of a substituted or 
unsubstituted cyclodextrin. 

118. A process according to claim 117, wherein said disorder 
results from the over-production of a physiologically active 
compound • 

119. A process according to claim 118, wherein said disorder 
is epilepsy. 

120. A process according to claim 118, wherein said disorder 
is associated with the In vivo production of the catecholamine 
neurotransmitters, noradrenaline and adrenaline, from tyrosine. 

121. A process for the treatment of a patient suffering from 
an excess ofi a toxin comprising actoinistering to the patient in 
a therapeutically effective amoiint of a substituted or 
unsubstituteja cyclodextrin. 

122. A process according to any of claims 117-122, wherein 
said cyclodextrin derivative is according to any of claims 1-30, 
34-51 and 53-63. 

123. A process for making a cyclodextrin derivative of the 
formula CD - X - R"- Q, wherein: 

X represents - N- C- or -S-C- 

l»5 « i 
R»5 o O 

R'* and r" represent groups as defined by R*-R" above, and 

j-g- gPgg^ggoj^j^e aci d group ot a ' ca gBbigyiitr-HelTrngt-mp- 
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deriva-tlzed -to ttndergo subs-ti-tu-tion, ccnnprising -the s-teps of: A 
readying a compound of -the f ozmula 

CD-N-H or CD-S-H 

wherein R^^ Is as defined aUbove, with a dicaurboxylic acid of 
"the formula Q - R^^ - Q which has been derivatized to undergo 
substitution, and 

£. isolating the product. 

124. A process according to claim 123, wherein the 
cyclodextrin derivative of is reacted with the derivatized 
dicaorboxylic acid in a molar ratio of about JL:l or less. 

125. A process according to claim 123 or 124, wherein the 
cyclodeactrin derivative of is reacted with the derivatized 
dicarboxylic acid for about three hours or less. 

126. A process according to any of claims 123-125, wherein 
R*^ represents an otherwise substituted or unsubstituted: alkyl, 
alkenyl, alkynyl, cycloalkyl, cycloalkeny 1 , cycloallcynyl , aryl, 
heteroaryl and heterocyclyl . 

127. A process according to claim 126, wherein said 
otherwise substituted or unstibstituted alkyl group is selected 
from the group of alkyls having from 1-3, 1-6, 1-10, 10-20 and 
greater than 20 carbons. 

128. A process according to claim 126, wherein said 
otherwise substituted or unsoibstituted alkyl group is selected 
from the group of alkyls having from 1-3 carbons. 

129. A process according to claim 126, wherein said 
otherwise substituted or lansubstituted alkyl group is selected 
from the group of alkyls having from 1-6 carbons. 

130. A process according to claim 126, wherein said 
otherwise , substituted -or .unsiibst4tuted-alJ^l--group~ ^s-s^eiected 
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from the group of alkyls having from 1-10 cearbons. 

131. A process according to claim 128, comprising the acid 
chloride, acid anhydride or ester of a 6^^amino-6'^-deoxy6'^-N-(3- 
ccorboxypr opanoy 1 ) eye lodextr in . 

132. A process according to any of claims 124-131, wherein 
said cyclodextrin is a jS-cyclodextrin. 

133. A process according to amy of claims 124-131 said 
cyclodextrin is an a-, 7- or ^-cyclodextrin. 

134. A process according to any of claims 123-125, wherein 
said carboxyl groups when derivatized ccm be the same or 
different and are selected from acid chloride, acid anhydride and 
ester . 

135. A process for preparing linked cyclodextrins of the 
formula CDl - X - R**- Y - CD^, wherein 

GDI axi€L CD^ may be the same or different and aare selected 
from otherwise substituted or unsubstituted cyclodextrins, 

or - S - C - , 

II 

o 

or ^ C - S - , and 

I 
o 

and R" represent groups as defined by R^-R" above, 
wherein said' process comprises the steps of: 

A. reacting a cyclbdextrin derivative of the formula 
CD' - X - R" - Q, wherein Q is a carboxylic acid group or a 
carboxylic acid group derivatized to undergo substitution, with 
a compound of the formula CD^ - N - H or CD^ - S - H, and 

R" 

B. isolating the product. 
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136. A process according to claim 135, wherein CD^ X - and 
CD* - y - are different. 

137. A process according to claim 135, wherein a C6 carbon 
of CD^ is linked to a C2 or C3 carbon of CD^ 

138. A process according to claim 135, wherein a C6 carbon 
of CD^ is linked to a C3 carbon of CS>^' 

139. A process according to claim 135, wherein CD^ and CD* 
are different cyclodextrins , and are selected from the group 
consisting of a-, 7- or *-cyclodextrin. 
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I This international search report has not been established in respect of certain cLaias under Article | 
17<2)(«) for the following reasons: 

1.£ 3 Clais nuabers because they relate to subject aatter not required to be 

searcned by this Authority, naaely: 



Z.t 1 Claia nuebers . because they relate to parts of the international application that do not 
coaply with the prescribed requireaents to such an extent that no aeaningful international 
search can be carried out, specifically: 



3.C 3 Clala nuabers because they are dependent claias and are not drafted in accordance 

with the second and third sentences of PCT Rule 6.4 (a): 
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I This International Searching Authority found aultiple inventions in this international application 
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As all required additional search fees were tinely paid by the applicant* this international 
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covers all searchable claias of the international application. 



As only soae of the required additional search fees were tiaely paid by the applicant, this 



search report covers only those claias of the international application for 
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international 
which fees were paid, specifically claias: 

' I 



No required additional search fees were tiaely paid by the applicant. Consequently, this 
international search report is restricted to the invention first nentioned in the cLains; 
it is covered by clain numbers: 

As all searchable dales could be searched without effort justifying an additional fee, 
the International Searching Authority did not invite payaent of any additional fee. 



Reaark on Protest 

C 3 The additional search fees were accoapanied by applicant's protest. 
C 3 No protest accompanied the payaent of additional search fees. 
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